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DECLARATION UNDER 37 C.F.R. §1.131 

MS Amendment 
Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 

Dear Sir: 

1 . I, Nancy Elise Gabriel, declare that: 

2. I am named as a co-inventor on United States Patent Application Serial No. 
09/817,725. Christine E. Farrar is also a co-inventor on the application. 

3. I was employed at Amgen as a research scientist from October, 1988 until 
November, 2002. One of my responsibilities during that time was supervising a project that 
resulted in the production of hematopoietic proteins modified at the N-terminus with a 
polyethylene glycol moiety. I have been informed that such proteins are presently being 
claimed in the application. 

4. Christine E. Farrar conducted laboratory work associated with the project and 
that work is described in her Amgen Notebook Nos. 5575, 5576 and 6951 attached hereto as 
Exhibits A, B and C, respectively. Dates have been redacted from the exhibits. Her 
notebook pages, specifically referenced below and dated prior to October 1993, demonstrate 
that we had produced and recognized the value of hematopoietic proteins modified at the N- 
terminus with a polyethylene glycol moiety. 

5. Granulocyte colony- stimulating factor (G-CSF) was one of the hematopoietic 
proteins we were modifying with polyethylene glycol (PEG) prior to October 1993. 
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6. Recombinant human met-G-CSF (referred to as "rhG-CSF" or "rh-G-CSF" 

herein) was prepared according to methods in the Souza patent, U.S. Patent No. 4,810,643. 

The rhG-CSF had the amino acid sequence (encoded by the DNA sequence) shown below. 

ATG ACT CCA TTA GGT CCT GCT TCT TCT CTG CCG CAA AGC TTT CTG 
MTP LGPASS LP Q SF L 

CTG AAA TGT CTG GAA CAG GTT CGT AAA ATC CAG GGT GAC GGT GCT 
LgCLE Q V R [|] I Q GD GA 

gca ctg caa gaa aaa ctg tgc gct act tac aaa ctg tgc cat ccg 
alqe[k|lcaty[k]lchp 



GAA GAG CTG GTA CTG CTG GGT CAT TCT CTT GGG ATC CCG TGG GCT 
E E L VL LG HS LG I P WA 

CCG CTG TCT TCT TGT CCA TCT CAA GCT CTT CAG CTG GCT GGT TGT 
PLSSCPSQAL LQAGC 

CTG TCT CAA CTG CAT TCT GGT CTG TTC CTG TAT CAG GGT CTT CTG 
LS Q LH SG LF LYQ GLL 

CAA GCT CTG GAA GGT ATC TCT CCG GAA CTG GGT CCG ACT CTG GAC 
QALE GISPELGPTLD 

ACT CTG CAG CTA GAT GTA GCT GAC TTT GCT ACT ACT ATT TGG CAA 
TLQL DV AD FAT TI WQ 

CAG ATG GAA GAG CTC GGT ATG GCA CCA GCT CTG CAA CCG ACT CAA 
QME ELGMAP ALQPTQ 

GGT GCT ATG CCG GCA TTC GCT TCT GCA TTC CAG CGT CGT GCA GGA 
GAM P AF AS A F Q RRA G 

GGT GTA CTG GTT GCT TCT CAT CTG CAA TCT TTC CTG GAA GTA TCT 
GVLVASH LQ SFLE VS 

TAC CGT GTT CTG CGT CAT CTG GCT CAG CCG TAA TAG 
YRVLRHLAQP * * 

The rhG-CSF had one alpha amino reactive group (amino acid residue 1) and four epsilon 
amino reactive groups (amino acid residues boxed above) available for modification with a 
PEG moiety. 

7. A 10 mg/ml solution of the above rh-G-CSF, in 100 mM Bicine pH 8.0, was 
added to solid SCM-MPEG (N-hydroxy succinimidyl esters of carboxymethyl methoxy 
polyethylene glycol) (Union Carbide) with an average molecular weight of 6000 Daltons to 
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give a 1.5 molar excess of SCM-MPEG to rh-G-CSF. After one hour with gentle stirring, the 
mixture was diluted to 2 mg/ml with sterile water, and the pH was adjusted to 4.0 with dilute 
HC1. The reaction was carried out at room temperature. At this stage, the reaction mixture 
consisted mainly of three forms of mono-pegylated rh-G-CSF, some di-pegylated rh-G-CSF, 
unmodified rh-G-CSF and reaction bi-product (N-hydroxy succinimide). See pages 82 and 
83 of Notebook No. 5576. 

8. The three forms of monopegylated rh-G-CSF were separated from each other 
using ion exchange chromatography. The reaction mixture was loaded (1 mg protein/ml 
resin) onto a Pharmacia S Sepharose FF column (Pharmacia XK50/30 reservoir, bed volume 
of 440 ml) equilibrated in buffer A (20 mM sodium acetate, pH 4.0). The column was 
washed with 3 column volumes of buffer A. The protein was eluted using a linear gradient 
from 0-23% buffer B (20 mM sodium acetate, pH 4.0, 1M NaCl) in 15 column volumes. The 
column was then washed with one column volume of 1 00% buffer B and reequilibrated with 
3 column volumes of buffer A. The flow rate for the entire run was maintained at 8 ml/min. 
The eluent was monitored at 280 nm and fractions were collected. Fractions containing the 
individual monopegylated species were pooled according to Figure 1 A of the patent 
application. See page 86 of Notebook No. 5576. These pools were concentrated with a 350 
mL Amicon stirred cell using a YM10 76 mm membrane. See pages 83-89 of Notebook No. 
5576. 

9. Pooled fractions from the ion exchange chromatography were subjected to size 
exclusion chromatography to separate di-pegylated species from monopegylated species. 
Typically, 5-10 mg in 2-5 ml of solution were loaded onto a 120 ml Pharmacia Superdex 75 
HR 16/60 column equilibrated with 20 mM sodium acetate pH 4.0. The column was run at 
1.5 ml/min for 100 min. Two ml fractions were collected. The protein content of the eluent 
was monitored at 280 nm. Fractions from separated peaks were pooled. See pages 1-13 of 
Notebook No. 6951. Page 5 of the notebook reports enough material had been obtained so 
that the characteristics of the three forms of monopegylated rh-G-CSF could be analyzed. 

1 0. As described in Example 1 of the patent application, five analyses were done 
to characterize the three forms: (1) SDS-Page, (2) Size exclusion chromatography HPLC 
("SEC HPLC"), (3) peptide mapping analysis, (4) in vitro G-CSF bioassay, and (5) in vivo 
testing in hamster. 



11. Peptide mapping and N-terminal sequence analyses (described at Application 
page 33, line 21 through page 36, line 3) revealed that one form, "Mono-PEG-l", was an N- 
terminally monopegylated conjugate. See pages 20 and 21 of Notebook No. 6951. 

12. The N-terminally monopegylated rhG-CSF and the other two monopegylated 
samples were tested for activity in an in vitro mitogenic assay utilizing a G-CSF dependent 
clone of murine 32D cells. Cells were maintained in Iscoves medium containing 5% FBS 
and 20 ng/ml rhG-CSF. Prior to sample addition, cells were prepared by rinsing twice with 
growth medium lacking rhG-CSF. An extended twelve point rhG-CSF standard curve was 
prepared, ranging from 48 to 0.5 ng/ml (equivalent to 4800 to 50 IU/ml). Four dilutions, 
estimated to fall within the linear portion of the standard curve, (1000 to 3000 IU/ml), were 
prepared for each sample and run in triplicate. Because of their apparent lower activity in 
vitro , the pegylated rhG-CSF samples were diluted approximately 4-10 times less. A volume 
of 40 \i\ of each dilution of sample or standard was added to appropriate wells of 96 well 
microtiter plate containing 10,000 cells/well. After forty-eight hours at 37°C and 5.5% CO2, 
0.5 (imCi of methyl- 3 H-thymidine was added to each well. Eighteen hours later, the plates 
were then harvested and counted. A dose response curve (log rhG-CSF concentration vs. 
CPM-background) was generated and linear regression analysis of points which fall in the 
linear portion of the standard curve was performed. Concentrations of unknown test samples 
were determined using the resulting linear equation and correction for the dilution factor. As 
can be seen from Figure 4 of the patent application, of the three monopegylated species, N- 
terminally monopegylated G-CSF demonstrated the highest in vitro biological activity. The 
N-terminally monopegylated material had 68% of the activity of non-modified rhG-CSF. See 
page 17 of Notebook No. 6951. 

13. In vivo testing confirmed the activity of the N-terminally monopegylated 
material. The in vivo testing was carried out by dosing male golden hamsters with a 0.1 
mg/kg of sample, using a single subcutaneous injection. Four animals were subjected to 
terminal bleeds per group per time point. Serum samples were subject to a complete blood 
count on the same day that the samples were collected. The average white blood cell counts 
were calculated. As can be seen in Figures 5A and 5B of the patent application, the response 
from each material peaks after one day following a single subcutaneous injection of 0.1 
mg/kg. Two of the monopegylated materials, (N-terminal and Lys-35) showed prolonged 
responses, while the response for the protein pegylated at lysine-41 showed no increase in in 
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vivo activity over unmodified rhG-CSF (indeed it shows less, Application Figure 5B). See 
pages 18 and 19 and pages 74-77 of Notebook No. 6951. 

14. We thus had made a hematopoietic protein modified at the N-terminus with a 
PEG moiety which had a prolonged in vivo biological activity as evidenced by the 
aforementioned notebook pages which are dated prior to October 1993. 

15. I declare that all statements made herein of my own knowledge are true and 
that all statements made on information and belief are believed to be true; and further that 
these statements were made with the knowledge that willful false statements and the like 
made are punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of the 
United States Code and that such willful false statements may jeopardize the validity of the 
above-identified application or any patent issuing thereon. 



D&J-okar 17, 3jqqS 
Date 
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NOTEBOOK 





REDACTED 

NOTEBOOK NO. 5515 

ISSUED TO Q.'hn rsVmo. fe.cr^r- 

ON _19_ _ 



19 



DEPARTMENT_2_l£> 
RETURNED 




-SCIENTIFIC NOTEBOOK CO.— 
2831 LAWRENCE AVE. 
P.O. BOX 238 
STEVENSVILLE, MI 49127 
616-429-8285 



INSTRUCTIONS 



1. The primary purpose of this notebook is to protect 
your and the Company's Potent-Rights by keeping 
records of all original work in a form acceptable as 
evidence if any legal conflict arises. 

2. When starting a page, enter the title, project num- 
ber, and book number. Use jnk for permanence no 

pencil. Record your work as you progress, includ- 
ing any spur-of-the-moment ideas which may be de- 
veloped later. Do not make notes on loose paper to 
be recopied. Use the blank lefthand page for calcu- 
lations so they will be available if you want to re- 
check them. Record your work in such a manner that 
a co-worker can continue from where you stop. You 
might be ill and to protect your priority it could be 
urgent that the work continue while you are absent. 

3. Give a complete account of your experiments and the 
results, both positive and negative, including your 
observations. Record all diagrams, layouts, plans, pro- 
cedures, new ideas, or anything pertirvent to your work 
including the details of any discussions with sup- 
pliers, or other people outside the Company. Do not 

Form 468 



try to erase any incorrect entries; draw lines delet- 
ing them, note the corrections, sign and date the 
changes. This extra care is worthwhile because of 
the necessity of original data to prove priority of 
new discoveries. 

4. After entering your data, sign and date the entries. 
Explain your work to at least two witnesses who are 
not co-inventors, and have them sign and date the 
pages in the place provided. Record the names of 
operators and witnesses present during any demonstra- 
tion and have at least two witnesses sign the page. 
If no witnesses are present during an experiment of 
importance, repeat it in the presence of two witnesses. 

5. This notebook and its contents are the exclusive prop- 
erty of the Company. It is confidential and the con- 
tents are not to be drsclosed to anyone unless author- 
ized by the Company. You must return it when com- 
pleted, upon request, or upon termination of employ- 
ment. It should be kept in a protected place. If loss 
occurs notify your supervisor immediately, and make a 
written report describing the circumstances of the loss. 



Copyright c by Harold Gallup 
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75% of Cone 


Load 
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0.263 


15.0 


3.94 


PEG-rhu-GCSF lot 4656-47 


3 


1.00 


0.750 


8.0 


6.00 


PEG-rhu-GCSF lot 4656-47 


4 


1.00 


0.750 


8.0 


6.00 


G-CSF STD lot 636 JO A 


5 


0.30 


0.225 


20.0 


4.50 


G-CSF STD lot 636JOA 


6 


0.30 


0.225 


10.0 


2.25 



di P£GrfcCC0 concentrated &m .iH"%»l -> ,26^ o&m^ Hillipofe. UHtefk-HC 10005 NMwL fiftrlhfr 

.35"%,| 
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REDACTED 



Amjilwline PAGplato 



fill rtmt|fl 

Amitl* Et«rlro»fo Solution _^Zi dnipfrifrtf 

Cptltmlo Etnclrotlo M\\\\tm JJ±Md&H. 



Experimental result form 



LKQ 



Onto _ . 

Expoilmofti No hWffl 
Operator (/ r. 



No. 


Snmpto ilosctiplion 


Cotic. 


Volume 


rosfttoii 

1 2 3 4 S • 




1 
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REDACTED 



GCSF-3 



Date: 



Operator: Chris 



G-CSF ge!1 
Running Conditions 



NBNo.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 


ug 


6XRXN MIX 


1 


2.00 


1.500 


4.0 


6.00 


MON01.5X 


2 


0.55 


0.413 


14.5 


6.00 


(54-59)2-303-05 fxn24 


3 


1.81 


1.358 


4.4 


6.00 


fxn25 


4 


2.48 


1.860 


3.2 


6.00 


fxn26 


5 


1.96 


1.470 


4.1 


6.00 


fxn27 


6 


0.91 


0.683 


8.8 


6.00 


(36-37)2-303-03 fxn19 


7 


0.64 


0.480 


12.5 


6.00 


fxn20 


6 


1.14 


0.855 


7.0 


6.00 


fxn21 


9 


0.92 


0.690 


8.7 


6.00 


(Dl REC)2-303-03 fxn19 


10 


0.15 


0.113 


17.8 


2.00 


fxn20 




0.22 


0.165 


18.2 


3.00 


fxn21 


*4r\\ 


0.15 


0.113 


17.8 


2.00 
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From Page j 



REDACTED 



GCSF-4 



Date; 



Operator: Chris 



NB No.: 



G-CSF gel2 
Running Conditions 



4-20% Gradient Mini Gel 



constant current*. 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 




Lane No. 


Cone 


75% of Cone 


Load 


Load 








(mg/mi) 


mg/ml 


uL 




6XRXNMIX 




1 


2.00 


1.500 


4.0 


6.00 


( 3- 7)2-303-0^1 


fxMO 


2 


0.08 


0.060 


16.7 


1.00 




fxn11 


3 


0.32 


0.240 


16.7 


4.00 




fxn12 


4 


0.14 


0.105 


19.0 


2.00 


(11-12)2-303-02 


fxn17 


5 


0.42 


0,315 


15.9 


5.00 




fxn18 


6 


1.02 


0.765 


7.8 


6.00 




fxn19 


7 


1.01 


0.758 


7.9 


6.00 




fxn20 


8 


0.52 


0.390 


15.4 


6.00 


GCSF lot 636JOA 




9 


0.30 


0.225 


17.8 


4.00 



HV0 6*C\ l<3u} 



(O 



2.0 
5.0 




& <m * 
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From Page No.jL 



REDACTED 



PEG-GCSF-1 



Date: 



Operator: Chris 



NB No.: 



PEG-GCSF gell 
Running Conditions 



4-20% Gradient Mini Ge! 



constant current: 25 mA 
ail non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 




HI MWSTD 


1 


1.00 


0.750 


6.7 


5.00 


LOWMWSTD 


2 


1.00 


0.750 


6.7 


5.00 


4656-35 PO423091 


4 


1.00 


0.750 


6.7 


5.00 


4656-47 15X w/ 43C 


5 


1.00 


0.750 


6.7 


5.00 


ENZON-79 


7 


1.00 


0.750 


6.7 


5.00 


ENZON-83 


8 


1.00 


0.750 


6.7 


5.00 


5740-5 MONO-6PEG-GCSF 


10 


0.55 


0.413 


12.1 


5.00 


5740-6 DI-6PEG-GCSF 


1 1 


0.26 


0.194 


20.7 


4.00 


5740-7 TRI-6PEG-GCSF 


12 


0.32 


0.240 


20.8 


5.00 
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Date 
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title 9p a ^A QCftf pp^p - -7 



Project Nn. \Hl 5 
_ Book No. 551 5 



REDACTED 



PEG-GCSF-2 



Date: 



Operator: Chris 



PEG-GCSFgel2 
Running Conditions 



NBNo.: 



4-20% Gradient Mini Gei 



constant current: 
all non-reduced 
Comassie: SOP 



25 mA 





Sample Code 


Lane No. 


Cope 


75% of Cone 


Load 


Load 








(mq/ml) 


mg/ml 


uL 


ug 




HI MWSTD 


1 


1.00 


0.750 


6.7 


5.00 




LOWMWSTD 


2 


1.00 


0.750 


6.7 


5.00 




4656-71 MONO-50PEG-G 


4 


0.44 


0.327 


15.3 


5.00 




4656-72 DI-50PEG-G 


5 


0.55 


0.409 


12.2 


5.00 




4626-24 5K LOW 


7 


0.40 


0.296 


16.9 


5.00 




4656-26 10K LOW 


8 


0.34 


0.256 


19.6 


5.00 




5070-26 5K HI 


10 


0.30 


0.221 


20.3 


4.50 




5070-32 10K HI 


1 1 


0.35 


0.260 


19.3 


5.00 



11 
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REDACTED 



SCM-MPEG 



Date: 



Operator: Chris 



SCM-MPEG ge(1 
Running Conditions 



NB No.: 



4-20% Gradient Mini Ge! 



constant current: 25 mA 
all non-reduced 
Com ass ie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 




pH 8.0 12X 


1 


1.00 


0.750 


8.0 


6.00 


pH 8.0 18X 


2 


1.00 


0.750 


8.0 


6.00 


pH 8.0 24X 


3 


1.00 


0.750 


8.0 


6.00 


pH 8.0 36X 


4 


0.75 


0.563 


10.7 


6.00 


pH 9.0 12X 


5 


1.00 


0.750 


8.0 


6.00 


pH 9.0 18X 


6 


1.00 


0.750 


8.0 


6.00 


pH 9.0 24X 


7 


1.00 


0.750 


8.0 


6.00 


pH 9.0 36X 


8 


1.00 


0.750 


8.0 


6.00 


pH 10.0 12X 


9 


1.00 


0.750 


8.0 


6.00 


pH 10.0 18X 


1 0 


1.00 


0.750 


8.0 


6.00 


pH 10.0 24X 


1 1 


1.00 


0.750 


8.0 


6.00 


pH 10.0 36X 


12 


1.00 


0.750 


8.0 


6.00 
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i — r 



REDACTED 



Date: 



Operator: Chris 



SCM-MPEG gel2 
Running Conditions 



scmmpeg controls 



NB No.: 

4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/mi 


uL 


ug 


HI MWSTD 


1 


1.00 


0.750 


5.0 


3.75 


LOWMWSTD 


2 


1.00 


0.750 


5.0 


3.75 


GSCF IN WFI pH 4.0 


4 


1.00 


0.750 


8-0 


6.00 


GCSFpH 8.0 


6 


1.00 


0.750 


8.0 


6.00 


GCSFpH9.0 


8 


1.00 


0.750 


8.0 


6.00 


GCSF pH 10.0 


10 


1.00 


0.750 


8.0 


6.00 



13 



i — r 
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| Witnessed & Understood by me, 



Date 



Indented by s\ 



Recorded by 



Date 



Project No. 

^_ Book No.j£7jL TITLE ^jjS_STh- Kfhk Pft& g^ 

From Page No.^_ 



REDACTED 

SCM-MPEG pH8-1 



Date: 

Operator: Chris nb n 0>: 

SCM-MPEG pH8gel1 4-20% Gradient Mini Gel 

Running Conditions 

constant current: 25 mA 
all non-reduced 
Comassie: SOP 





Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 








(mg/ml) 


mg/ml 


uL 






GCSF 


1 


1.00 


0.750 


4.0 


3.00 




12X 9 


2 


0.50 


0.375 


8.0 


3.00 




12X 10 


3 


0.25 


0.188 


16.0 


3.00 




12X 11-12 


4 


0.35 


0.264 


1 1.4 


3.00 




12X 13 


5 


0.10 


0.075 


22.0 


1.65 




12X 14-15 


6 


0.10 


0.075 


22.0 


1.65 




4656-47 


7 


1.00 


0.750 


4.0 . 


3.00 




18X 8-9 


8 


0.70 


0.525 


5.7 


3.00 




18X 10 


9 


0.12 


0.090 


22.0 


1.98 




18X 11-12 


10 


0.15 


0.113 


22.0 


2.48 




LOWMWSTD 


1 1 






5.0 






Witnessed & Understood by me. 


Date 


Invented by m 




Date 


IO 


cagp imci v 




Recorded by 









Project Mo. 1/7/3 

15 



From Page No.^ 



REDACTED 

^ SCM-MPEG pH8-2 



Date: 

Operator: Chris NB No.: 

SCM-MPEG pH 8 gel 2 4-20% Gradient Mini Gel 

Running Conditions 

constant current: 25 mA 
all non-reduced 
Silver Stain SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 








(mg/ml) 


mg/ml 


uL 


ug 




GCSF 


1 


1.00 


0.750 


4.0 


3.00 




12X 9 


2 


0.50 


0.375 


8.0 


3.00 




12X 10 


3 


0.25 


0.188 


16.0 


3.00 




12X 11-12 


4 


0.35 


0.264 


11.4 


3.00 




12X 13 


5 


0.10 


0.075 


22.0 


1.65 




12X 14-15 


6 


0.10 


0.075 


22.0 


1.65 




4656-47 


7 


1.00 


0.750 


4.0 


3.00 




18X 8-9 


8 


0.70 


0.525 


5.7 


3.00 




18X 10 


9 


0.12 


0.090 


22.0 


1.98 




18X 11-12 


10 


0.15 


0.113 


22.0 


2.48 




LOWMWSTD 


1 1 






2.0 








Project No. (Nlf? _.. . 

From Page No./^ 



REDACTED 

SCM-MPEG pH8-3 



Date: 

Operator: Chris NB No.: 

SCM-MPEG pH 8 gel 3 4-20% Gradient Mini Ge! 

Running Conditions 

constant current: 25 mA 
all non-reduced 
Coomasie: SOP 





Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 








(mg/ml) 


mg/ml 


uL 


"9 




GCSF 


1 


1.00 


0.750 


4.0 


3.00 




24X 8-9 


2 


0.35 


0.263 


11.4 


3.00 




24X 10-11 


3 


0.50 


0.375 


8.0 


3.00 




24X 12-13 


4 


0.10 


0.075 


22.0 


1.65 




24X 14-15 


5 


0.10 


0.075 


22.0 


1.65 




4656-47 


6 


1.00 


0.750 


4.0 


3.00 




36X 9 


7 


0.60 


0.450 


6.7 


3.00 




36X 10 


8 


0.20 


0.150 


20.0 


3.00 






36X 11-12 


9 


0.35 


0.263 


11.4 


3.00 




36X 13 


10 


0.10 


0.075 


22.0 


1.65 




36X 14-15 
LOWMWSTD 


1 1 
12 


0.10 


0.075 


22.0 
5.0 


1.65 
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From Page No\ 



REDACTED 



SCM-MPEG pH8-4 



Date: 



Operator: Chris 



SCM-MPEG pH8gel4 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gei 



constant current: 25 mA 
all non-reduced 
Silver Stain: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 




GCSF 


1 


1.00 


0.750 


4.0 


3.00 


24X 8-9 


2 


0.35 


0.263 


11.4 


3.00 


24X 10-11 


3 


0.50 


0.375 


8.0 


3.00 


24X 12-13 


4 


0.10 


0.075 


22.0 


1.65 


24X 14-15 


5 


0.10 


0.075 


22.0 


1.65 


4656-47 


6 


1.00 


0.750 


4.0 


3.00 


36X 9 


7 


0.60 


0.450 


6.7 


3.00 


36X 10 


8 


0.20 


0.150 


20.0 


3.00 


36X 11-12 


9 


0.35 


0.263 


11.4 


3.00 


36X 13 


10 


0.10 


0.075 


22.0 


1.65 


36X 14-15 


1 1 


0.10 


0.075 


22.0 


1.65 


LOWMWSTD 


12 






2.0 
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REDACTED 

MI-2 



Date: 

Operator: Chris NB No.: 

Ml gel 1 4-20% Gradient Mini Gel 

Running Conditions 

constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/m! 


uL 




HI MW STD 


1 






2 




LOWMWSTD 


2 






5 




Ml lot R7 


4 


1.00 


0.75 


5.3 


4.00 


AM-MI-MONO 4713-59A 


6 


1.00 


0.75 


5.3 


4.00 


AM-MI-XLINKED 4713-59B 


8 


0.75 


0.56 


7.1 


4.00 


PEG-MI 4713-65 


10 


1.00 


0.75 


8.0 


6.00 
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Project No. \M0\D^ ..... 
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From Page No.lk. = 



REDACTED 



BDNF-1 



Date: 



Operator: Chris 



NB No.: 



BDNF-1 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 m A 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






fmq/ml) 


mg/ml 


uL 


uq 


HI MWSTD 


1 






2 




LOWMWSTD 


2 






5 




BDNF 


3 


1.90 


1.425 


2.1 


3.00 


BDNF 1X 


4 


2.00 


1.50 


4.0 


6.00 


BDNF 2X . 


5 


2.00 


1.50 


4.0 


e.oo 


BDNF 3X 


6 


2.00 


1.50 


4.0 


6.00 


BDNF 4X 


7 


2.00 


1.50 


4.0 


6.00 


BDNF 6X 


8 


2.00 


1.50 


4.0 


" 6.00 


BDNF 8X 


9 


2.00 


1.50 


4.0 


6.00 


BDNF 10X 


1 0 


2.00 


1.50 


4,0 


6;00 


BDNF 12X 


1 1 


2.00 


1.50 


4.0 


6.00 
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To Page No. "tv 



Witnessed & Understood by me, 



Date 



Invented by < , K A 
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TITLE 



Project No. '\HolQ 7i 
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From Page No4- | 
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REDACTED 



NT3-1 



Date:- 



Operator: Chris 



NT3-2 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 




Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 


ug 


HI MWSTD 


1 






2 




LOWMWSTD 


2 






5 




NT3 


3 


1.10 


0.825 


3.6 


3.00 


NT3 1X 


4 


2.00 


1.50 


4.0 


6.00 


NT3 2X 


5 


2.00 


1.50 


4.0 


6.00 


NT3 3X 


-6 . 


2.00 


1.50 




6.00 


NT3 4X 


7 


2.00 


1.50 


4.0 ' 


6.00 


Nf 3 6X 


8 


2.00 


1.50 


4.-0 ' 


* 6.00 


NT3 8X 


9 


2.00 


1.50 


4.0 


6.00 


NT3 10X 


10 


2.00 


1.50 


4.0 : 


6.00. 


NT3 12X 


1 1 


2.00 


1.50 


4.0. 


6.00 
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Project No. V2D\0;S . > i , 

Book No.fir-n6 title M&\o^> Xo^ WK 



From Page No._^ 



REDACTED 



CON-INF-1 



Date: 



Operator: Chris 



CON-INF-1 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 
all non-reduced 
Comassie: SOP 



25 mA 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mq/ml) 


mg/ml 


uL 


uq 


HI MWSTD 


1 






2 




LOWMWSTD 


2 






5 




CON-INF 


3 


1.00 


0.75 


4.0 


3.00 


CON-INF 2X 


4 


2.00 


1,50 


4.0 


6.00 


CON-INF 4X 


5- 


2.00 


1.50 


4.0 ... 


6.00 


CON-INF 6X 


6 


2.00 


1.50 


4.0 


6.00 


CON-INF 8X 


7 


2.00 


1.50 


4.0 


6.00 


CON-INF 10X 


8 


2.00 


1.50 


4.0 


6.00 


CON-INF 12X 


9 


2.00 


1.50 


4.0 


6.00 



- i ! i 



| ! 

i ! 
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From Page No.Jl 



! ! 



REDACTED 



GCSF-5 



Date: 



Operator: Chris 



PEG-GCSF get 1 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 
all non-reduced 
Comassie: SOP 



25 mA 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 




HI MWSTD 


1 






2 




LOWMWSTD 


2 






5 




GCSF CONTROL 


4 


2.00 


1.5 


2.0 


3.00 


3X 


5 


2.00 


1.50 


4.0 


6.00 


6X 


6 


2.00 


1.50 


4.0 


.. 6;oo 


12X 


7- 


2.00 


1.50 


4.0 


;6.00 


18X 


8 


2.00 


1.50 


4.0 


- 6.00 


24X 


9 


2.00 


1.50 


4.0 


6.00 


36X 


10 


2.00 


1.50 


4.0 


~:.6.00 



L_j J 
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Project No.JM^D , rs , ' ' ' 



From Page No.jL 



REDACTED 



GCSF-6 



Date: 



Operator: Chris 



PEG-GCSF gel 1 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 




HI MWSTD 


1 






2 




LOWMWSTD 


2 






5 




GCSF CONTROL 


4 


2.00 


1.5 


4.0 


6.00 


3X 


5 


2.00 


1.50 


15.0 


22.50 


6X 


6 


2.00 


1.50 


15.0 


22.50 


12X 


. 7 


" 2.00 


1,50 


15.0 


22.50 


18X 


8 


2.00 


1.50 


15.0 


22.50 


24X 


9 


2.00 


1.50 


15.0 


22,50 


36X 


10 


2.00 


1.50 


15.0 


22.50 
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iFrom Page No.^. i 



REDACTED 



GCSF-7 



Date: 

Operator: Chris 



PEG-GCSF gel 1 
Running Conditions 



NBNo.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Com ass ie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 






(mg/ml) 


mq/ml 


uL 


HI MW STD 


1 






2 


LOWMWSTD 


2 






5 


GCSF CONTROL 


3 


2.00 


1.5 


2.0 


GCSFNH20H CONTROL 


. 4. 


1.60 


1.20 


2.5 


3X 


5 


2.00 


1.50 


13.3 


3XNH20H <l 


6 


' 1.60 


1.20 


16.7 


6X 


7 


2.00 


1.50 


13.3 


6X NH20H 


8 


1.60 


1.20 


16.7 


12X 


9 


2.00 


1.50 


13.3 


12XNH20H 


10 


1.60 


1.20 


16.7 



Load 
up. 



3.00 
3.00 
20.00 
20.-00 
2Q,00 
20.00 
20,00. 
20.00 
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Project No. 
Book No. flFng) TITLE 




From Page No.jL ! 



REDACTED 



GCSF-8 



Date: 



Operator: Chris 



NB No.: 



PEG-GCSFgel2 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 




(mg/ml) 


mg/ml 


uL 


uq 


Hi MWSTD 


1 






2 




LOWMWSTD 


2 






5 




GCSF CONTROL 


3 


2.00 


1.5 


2.0 


3.00 


GCSF NH20H CONTROL 


4 


1.60 


1.20 


2.5 


3.00 


18X . 


5 


2.00 


1.50 


13.3 


20.00 


18XNH20H 


6 


1.60 


1.20 


16.7 


20.00 


24X 


7 


2.00 


1.50 


13.3 


.20.00 


24X NH20H 


8 


1.60 


1.20 


16:7 


20.00 


36X 


9 


2.00 


1.50 


13.3 


20.00 


36XNH20H 


10 


1.60 


1.20 


16.7 


-20.00 
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i ! 



REDACTED 



GCSF-7 



Date: 



Operator: Chris 



NB No.: 



PEG-GCSF gel 1 
Running Conditions 



4-20% Gradient Mini Gel- 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mq/mi) 


mg/ml 


uL 




12x NH20H 


1 


2.00 


* 1.50 


6.7 


10.00 


12x FXN3 


2 


0.76 


* 0.57 


17.7 


1.0.00 


12X FXN 19-20 


3 


0.59 


0.45 


22.4 


10.00 


12X FXN 21-22 


4 


1.08 


-0.81 


12.4 


10.00 


12X FXN 24-25 


5 


1-78.. 


1.34 


7.5 


10.00 


12X FXN 27-28 


- 6 


0.56 


0.42 


23.6"-, 


10.00 


18X NH20H 


7 


2.00 


1.50 


6.7^'' 


. 10.00 


18X FXN 2 


8 


0.93 


0.70 


1 4:3 " 


-40.00 


18X FXN 10-11 


9 


0.43 


0.32 


.24.6 . 


-8.00 


18X FXN 12-14 


10 


0.78 


0.59 


17,0" 


. 10.00 


18X FXN 15-16 


1 1 


0.56 


0.42 


23.8 


10.00 


18X FXN 18-19 


12 


0.42 


0.31 


25.7 


8.00 
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Project No.A&ffib , ~ n ^ 

Book No. 5575 TITLE Mfl,-W>5s VejCVUtt VtVN^ 



From Page No.jL 



REDACTED 



GCSF-8 



Date: 



Operator: Chris 



NB No.: 



PEG-GCSFgel2 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 




(mq/mi) 


mg/ml 


uL 




24X NH20H 


1 


2.00 


1.5:0 


6.7 


10.00 


24x FXN 2-3 


2 


0.63 


0.47 


21.3 


10.00 


24X FXN 7-8 


3 


0.51 


0.39 


25.9 


10.00 


24X FXN 9-11 


4 


0.83 


0.62 


16.1 


10.00 


24X FXN 12-14 


5 


1.88 


1.41 


7.1 


10.00 


24X FXN 15-16 


6 


0.77 


0.58 


17.3 


10.00 


36X NH20H 


. 7 


2.00 


1.50 


6.7 


10.00 


36X FXN 2-3 


8 


1.84 


1.38 


7.2 


10.00 


36X FXN 7-8 


9 


0.79 


0.60 


16.8 


10.00 


36X FXN 9-11 


1 0 


1.90 


1.43 


7.0 


10.00 


36X FXN 12-14 


1 1 


1.49 


1.11 


9.0 


10.00 


36X FXN 15-17 


12 


0.55 


0.41 


24.2 


10.00 
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REDACTED 



GCSF-9 



Date: 



Operator: Chris 



PEG-GCSF gel 1 
Running Conditions 



NBNo.: 



4-20% Gradient Mini Gel 



constant current: 
all non-reduced 
Comassie: SOP 



25 mA 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mq/ml) 


mg/ml 


uL 


ug 


HI MWSTD 


1 






5.0 




LOWMWSTD 


2 






5.0 




GCSF 


3 


1.00 


0.75 


4.0 


3.00 


PEG-GCSF 36X RXN 


4 


1.60 


1.20 


8.3 


10.00 


PEG-GCSF 36X NH20H 


5 


1.60 


1.20 


8.3;- 


10.00 


FXN 21-22 


6 


0.67 


0.50 


20.0 


10.00 


FXN 28-29 


7 


0.63 


0.47 


21,3 


10.00 


FXN 31-32 


3 


0.91 


0.68 


14.7 


•10.00 


FXN 40-41 


9 


0.77 


0.58 


17.3 


> 10.00 


FXN 42-43 


1 0 


0.62 


0.47 


21.4 


10.00 
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Project No.. 
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REDACTED 



BDNF-2 



Date: 



Operator: Chris 



PEG-BDNF gel 1 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75%:of Cone 


Load 


Load 






(mg/ml) 


mq/ml 


uL 


ug 


HI MWSTD 


1 






4.0 




LOWMWSTD 


2 






4.0 




BDNF START 


4 


2.20 


1.65 


1.8 


3.00 


BDNF CONTROL 


5 


2.00 


1.50 


2.0 . 


3.00 


PEG-OH BDNF2X 


7 


1.00 


0,75 


8.0 


6.00 


PEG-OH BDNF4X 


8 


1.00 


0.75 


8.0" 


6.00 


PEG-OH BDNF8X 


9 


1.00 


0.75 


8,0 


6.00 
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FrontPage No^_ j 



REDACTED 



-i r 



CON-INF-2 



Date: 



Operator: Chris 



CON-INF-gel 1 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Com ass ie: SOP 



Sample Code 


Lane No. 


Cone 
(mg/ml) 


75% of Cone 
mg/ml 


Load 
uL 


Load 
u 9 


MW.STD 


1 






5.0 
20.0 




CON INF START 


2 


0.20 


0.15 


3.00 


OX CON-IN F CONTROL 


3 


0.37 


0.28 


10.7 


3.00 


2X unpurified 


4 


2.00 


1.50 


4.0 ; 


6.00 


2x purified pH 4.25 


5 


0.44 


0.33 


18.3 


6.00 


2x purified pH 3.50 


6 


0.35 


0.26 


22 9^ 


6.00 


4x unpurified 


7 


2.00 


1.50 


4.0 


. 6.00 


4x purified pH 4.25 


8 


0.42 


0.31 


19.V 


"6.00 


4x purified pH 3.50 


9 


0.61 


0.45 


13.2 


6.00 


6x unpurified 


10 


2.00 


1.50 


4.0 


6.00 


6x purified pH 4.25 


1 1 


0.82 


0.62 


9.7 


6.00 


6x purified pH 3.50 | 


12 


0.83 


0.62 


9.7 


6.00 
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From Page No.^ 



Project No. 
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REDACTED 



CON-INF-3 



Date: 



Operator: Chris 



CON-INF-gel 2 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Com ass ie: SOP 



Sample Code 



MWSTD 

CON INF START 

OX CON-iNF CONTROL 

8X unpurified 

8X purified phi 3.50 

10X unpurified 

10X purified pH 3.50 

12x unpurified 

12X 'purified pH 3.50 



Lane No. 


Cone 


75% Of Cone 


Load 


Load 




(mq/mi) 


mq/ml 


uL 




1 






5.0 




2 


0.20 


0.15 


20.0 


3.00 


3 


0.37 


0.28 


10.7 


3.00 


4 


2.00 


1.50 


4.0 


6.00 


5 


0.94 


0.71 


8.5 


6.00 


6 


2.00 


1.50 


4.0 


6.00 


7 


1.20 


0.90 


6.7 


6.00 


8 


2.00 


1.50 


4.0 


6.00 


9 


1.38 


1.04 


5.8 


6.00 
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From Page No.jk 



REDACTED 



GCSF-10 



Date: 



Operator: Chris 



NB No.: 



PEG-GCSF gel 1 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 
all non-reduced 
Comassie: SOP 



25 mA 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 




(mg/ml) 


mg/ml 


uL 


ug 


MWSTD. 


1 






10.0 




GCSF 


3 


0.45 


0.34 


14.9 


5.00 


GCSF+NH20H, 


■' 5 


0.64 


0.48 


10.5 


5.00 


PEG-GCSF (fxn 28+29) 


7 


0.70 


0.53 


19.0 


10:00 


PEG-GCSF + NH20H 


9 


1.17 


0.88 


11.4 


10.00 
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r 



REDACTED 



SCF-1 



Date: 



Operator: Chris 



NB No.: 



PEG-SCF gel 2 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 m A 
ail non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 


ug 


MWSTD 


1 






10.0 




rrSCF CONT 


3 


2.20 


1.65 


3.0 


5.00 


5368-55 


5 


1.00 


0.75 


13.3 


10.00 


5001-84 


7 


1.00 


0.75 


13.3 


10.00 


4657-84 


9 


1.00 


0.75 


13.3 


10.00 
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Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 


ug 


MWSTD 


1 






10.0 




GCSF 


2 


1.00 


0.75 


4.0 


3.00 


PEG-GCSF3.0X RXN 


3 


2.00 


1.50 


6.7 


.10.00 


PEAK#1 (UNMODIFIED) 


4 


1.55 


1.16 


8.6 


10.00 


PEAK #2 


5 


0.65 


0.49 


20.5 


-.,io.oq 


PEAK #3 


6 


0.62 


0.47 


21.4 


" 1 0,00 


PEAK #4 


7 


1.24 


0.93 


1 0.7 - 


iaoo 


PEAK #5 


8 


1.00 


0.75 


13.4 . 


10.00 


PEAK #6 


9 


0.84 


0.63 


15.9 


10.00 
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REDACTED 



GCSF-11 



i r 



Date: 
Operator: Chris 



NB No.: 



PEG-GCSF gel 2 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 




(mg/ml) 


mg/ml 


uL 


ug 


MWSTD 


1 






10.0 




GCSF 


2 


1.00 


0.75 


4.0 


3.00 


PEG-GCSF 1.5X RXN 


3 


2.00 


1.50 


6.7 


10.00 


PEAK #1 (UNMODIFIED) 


4 


1.51 


1.14 


8.8 


10.00 


PEAK #2 


5 


0.64 


0.48 


20.9 


10.00 


PEAK #3 


6 


1.04 


0.78 


12.8 


10.00 


PEAK #4 


7 


0.81 


0.61 


16.4 


10.00 


PEAK #5 


8 


0.92 


0.69 


14.6 


10.00 


PEAK #6 


9 


1.05 


0.79 


12.7 


10.00 
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REDACTED 



GCSF-12 



Date: 
Operator: Chris 



NB No.: 



PEG-GCSF gel 1 
Running- Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 


ug 


MWSTD 


1 






, 10.0 




GCSF (start) 


2 


1.00 


0.75 


4.0 


3.00 


PEG-GCSF 1.5XflXN 


3 


2.00 


1.50 


6.7 


10.00 


PEAK #1 (UNMODIFIED) 


4 


0.50 


0.37 


16.1 


6.00 


PEAK #2 (fxn 72) 


5 


1.12 


0.84 


11.9 


10.00 


PEAK #3 (fxn 62) 


6 


0.70 


0.53 


19.0 


1 0:00 


PEAK #4 (fxn 49) 


7 


0.45 


0.34 


29.8 


.10.00 
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REDACTED 



GCSF-13 



Date: 
Operator: 



Chris 



PEG-GCSFgel2 
Running Conditions 



NB No.: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 





Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 








(mg/mi) 


mg/ml 


uL 


ug 




MWSTD 


1 






10.0 
4.0 






GCSF (start) 
PEG-GCSF 3.0X RXN 


2 


1.00 


0.75 


3.00 




3 


2.00 


1.50 


6.7 


10.00 




PEAK #1 (UNMODIFIED) 
PEAK #2 (fxn 71) 
PEAK #3 (fxn 61) 


4 


0.63 


0.48 


21.0 


10.00 




5 


1.20 
0.59 


0.90 


11.1 


10.00 




6 


0.44 


22.5 


10.00 




PEAK #4 (fxn 51) 


7 


0.97 


0.72 


13.8 


10.00 




PEAK #5 (fxn 49) 


8 


1.60 


1.20 


8.3 


10.00 
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REDACTED 



GCSF-14 



Date: 
Operator: Chris 



NB No.: 



PEG-GCSF gel 1 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 
all non-reduced 
Comassie: SOP 



25 mA 



1 j : 


Sample Code 


Lane No. 


Cone 
(mg/ml) 


75% of Cone 
mg/ml 


Load 
uL 


Load 
ug 




i ! • ! 


: . . ! i • : 




, j J_ 


MWSTD 
GCSF (start) 
PEG-GCSF 1.5XRXN 
PEAK #1 
PEAK #2 
PEAK #3 


1 

3 
5 

■ 7 
9 

1 1 


1.00 
2.00 
0.70 
0.89 
3.48 


0.75 
1.50 
0.53 
0.67 
2.61 


10.0 

4.0 

6.7 

19.0 

1 5.0 ~ 

3.8. 


3.00 
10.00 
10.00 
10.00 
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REDACTED 



PEG-GCSF (1) 



Date: 



Operator Chris 
G-CSF gel 2 

Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mg/ml) 


uL 


ug 


MW std 


1 






10.00 




GCSF (START) 


3 


1.00 


0.75 


4.00 


3.00 


PEG-GCSF 1.5 RXN 


5 


2.00 


1.50 


6.67 


10.00 


PEAK #1A 


7 


4.53 


3.40 


2.95 


10.00 


PEAK #2A 


9 


2.48 


1.86 


5.38 


10.00 


PEAK #3A 


1 1 


0.94 


0.70 


14.22 


10.00 
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REDACTED 



PEG-GCSF (2) 



Date: 



Operator Chris 
G-CSFgel2 

Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non -reduced 
Comasae: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mg/ml) 


uL 




MW std 


1 






10.00 




GCSFstd 


2 


1.00 


0.75 


4,00 


3.00 


4X RXN 


3 


1.90 


1.43 


7.02 


10.00 


4X IEX 


4 


0.81 


0.61 


16.38 


10.00 


8X RXN 


5 


1.90 


1.43 


7.02 


10.00 


8X IEX 


6 


2.07 


1.55 


6.44 


'10.00 


12XRXN 


7 


1.90 


1.43 


7.02 


1 0:00 


12XIEX 


8 


1.68 


1.26 


7.94 


y 10.00* 


16X RXN 


9 


1.90 


1.43 


7.02 


1 p.oo 


16X IEX 


10 


2.00 


1.50 


6.67 


10;00 


20XRXN 


1 1 


1.90 


1.43 


7.02 


10.00 


20XIEX 


12 


1.60 


1.20 


8.33 


10.00 
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PEG-GCSF 
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Date: 



Operator Chris 
G-CSF gel 1 

Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non -reduced 
Comassie: SOP 



Sample Code 



MW std 
GCSF (START) 
PEG-GCSF 1.5 RXN 
PEAK #1A 
PEAK #2A 
PEAK #3A 



Lane No. 



1 
3 
5 
7 
9 

1 1 



Cone 
(mg/ml) 



1.00 
2.00 
0.57 
0.55 
0.57 



75% of Cone 
(mg/ml) • 



0.75 
1.50 
0.42 
0.42 
0.43 



Load 
uL 



10.00 
4.00 
6.67 
23.57 
24.03 
23.46 



Load 
og 



3.00 
10.00 
10.00 
10i00 
10.00 
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REDACTED 



PEG-GCSF 



Date: 



Operator Chris 
G-CSF gel 1 

Running Conditions 



NB No: 



4-20% Gradient Mini Gei 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mg/ml) . 


uL 


ug 


MW std 


1 






10.00 




GCSF 


3 


1.00 


0.75 


4.00 


3.00 


PEG-GCSF 8X 


5 


3.00 


2.25 


4.44 


10.00 


PEG-GCSF 16X 


7 


3.00 


2.25 


4.44 


10.00 


PEG-GCSF 16X NEW 


9 


2.70 


2.03 


4.94 


10.00 
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REDACTED 



PEG-GCSF 



Date: 



Operator Chris 
G-CSFgeM 

Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






{mg/ml) 


(mg/ml) 


uL 


ug 


MW std 


1 






10.00 




GCSF 


3 


1.00 


0.75 


4.00 


3.00 


RXNMIX 


5 


2.00 


1.50 


6.67 


10.00 


Dl PEG-GCSF OF SEC 


7 


1.48 


1.11 


9.01 


10.00 


AGGRAGATE OF SEC 


9 


1.66 


1.25 


8.03 


10.00 
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REDACTED 



PEG-r-SCF 



Date: 



Operator Chris 
SCFgeM 

Running Conditions 



NB No: 



4-20% Gradient Mini Ge! 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mg/ml) 


uL 




MW std 


1 






10.00 




rrSCF lot#02103 


3 


0.88 


0.66 


7.58 


5.00 


PEG-n-SCF #5368-55 


5 


1.00 


0.75 


13.33 


10.00 


3.75X RXN MIXTURE 


7 


2.00 


1.50 


6.67 


10.00 


4.25X RXN MIXTURE 


9 


2.00 


1.50 


6.67 


10.00 


4.75X RXN MIXTURE 


1 1 


2.00 


1.50 


6.67 


10.00 
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REDACTED 



PEG-r-SCF 



Date: 



Operator Chris 
SCFgel 1 

Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail non -reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 




(mg/ml) 


(mg/ml) 


uL 


ug 


MW std 


1 






10.00 




rrSCF lot#02103 


3 


0.88 


0.66 


7.58 


5.00 


PEG-rrSCF #6952-11 


5 


1 .00 


0.75 


13.33 


10.00 


PEG-rrSCF #5368-55 


7 


1.00 


0.75 


13.33 


10.00 


PEG-rrSCF #5001-84 


9 


1.00 


0.75 


13.33 


10.00 


PEG-rrSCF #4657-84 


11 


1.00 


0.75 


13.33 


10.00 
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REDACTED 



i L 



Aniplwliiw PACplata 



Experimental result form 



Opoi ntw . CV£3/__ - .. . „ 



N». 


Snnijila ilosciiplion 


Corw. 


Volume 


Position 
1 J 1 4 t t 


t 


1_ 

2 

3 




J_ 
1 




/_ 


- 


- 


- 










1 


,/0 . 
















~B~ 
0 

" 7 






rfv 
30 


/ 

/ 










.0. 


JO 


/ 


































B 






















0 
10 










































II 






















17 






















n 






















14 






















IB 






















10 






















1? 






■ i 
















10 






















19 






















70 






















21 






















22 






















23 














24 
























Eloctrofocuslnij 
data 

Cooling tempomluto 

£5_x 

pfl maasuied at 



7T.jn.io 

__ * .:«£ 

tiio 3 oO 



V^linyo" 






Cuiionl 


I'nwei 


.MOV. 

15*4 V 
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REDACTED 



PEG-GCSF 



Date: 



Operator Chris 
G-CSF gel 1 

Running Conditions 



NB No: 



3-10 VERTICAL NON RED/IEF 



constant voltage: 200:400V 
all non -reduced 
Comassie BIORAD Method 



Sample Code 




Lane No. 


Cone 
(mg/ml) 


64% of Cone 
(mg/ml) 


Load 
uL 


Load 
ug 


MW std 




1 






10.00 




GCSF T6702 




3 


1.00 


0.64 


7.81 


5.00 


mono peg-g 


6951-23 


5 


0.50 


0.32 


21.88 


7.00 


mono peg-g 


6951-24 


7 


0.50 


0.32 


21.88 


7.00 


mono peg-g 


6951-25 


9 


0.50 


0.32 


21.88 


7.00 
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REDACTED 



PEG-r-SCF 



Date: 



Operator: Chris 
SCF gel 1 

Running Conditions 



NSNo: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Comassie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mq/ml) 


uL 


uq 


MW std 


1 






10.00 




rrSCF lot#02103 


3 


0.88 


0.66 


7.58 


5.00 


PEG-rrSCF #6952-11 


5 


1.00 


0.75 


13.33 


10.00 


PEG-rrSCF #5368-55 


7 


1.00 


0.75 


13.33 


10.00 


PEG-rrSCF #5001-84 


9 


1.00 


0.75 


13.33 


10.00 


PEG-rrSCF #5001-84 


1 1 


1.00 


0.75 


13.33 


10.00 
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REDACTED 



PEG-r-SCF 



Date: 



Operator Chris 
SCFgell 

Running Conditions 



NB No: 



pH 3-9 Gradient Vertical IEF Gel 



constant voltage: 200V & 400V 
all non -reduced 
Comassie: ISS METHOD 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mg/ml) 


uL 




STD 


1 






10.00 




rrSCF lot#02103 


3 


0.88 


0.44 


1 1.36 


5.00 


PEG-rrSCF #6952-11 


5 


1.00 


0.50 


20.00 


10.00 


PEG-rrSCF #5368-55 


7 


1.00 


0.50 


20.00 


10.00 


PEG-rrSCF #5001-84 


9 


1.00 


0.50 


20.00 


10.00 


used #5001-84 


1 1 


1.00 


0.50 


20.00 


10.00 
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Experimental result form 



Anpd«_EUcuo«lo-S«liiUp" \ Hi V tFQH 



Cm hot I* Ctoclroilo Solution 3^ HftQ" 



DotO 

Exp onmonl N» _ 
Opoiolui Q r 



Sftlltplt! 

No. 


Snniplo dosciiption 


Cone. 


Vn In n« a 


Position 
1 2 3 4 6 6 7 


1 » 
<W 




1 




































2p 






- 
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- 
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it 4 

7 




i 


r?0 
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REDACTED 



PEG-GCSF 



Date: 



Operator: Chris 



NB No: 



PEG-GCSF study 021593 
t=.5day sera samples 

Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail non -reduced 

Western Blot SOP (polyclonal rabbit anti-GCSF development) 



Sample Code 



prestarned mw markers 
NTERM 6951-23 
LYS 35 6951-24 
GRP 2 ANIMAL 2 
GRP 2 ANIMAL 3 
GRP 3 ANIMAL 1 
GRP 3 ANIMAL 2 
GRP 3 ANIMAL 3 
GRP 4 ANIMAL 1 
GRP 4 ANIMAL 2 
GRP 5 ANIMAL 1 
GRP 5 ANIMAL 2 



Lane No. 



1 
2 
3 
4 
5 
6 
7 
8 
9 

10 
1 1 
12 



Cone 
(ng/ml) 



10.00 
10.00 



80% of Cone 
(ng/mi) 



8.0<X 
8.00 



Load 
uL 



10 
3 
3 

25 
25 
25 
25 
25 
25 
25 
25 
25 



Load 
ug 



25.00 
25.00 




iDfailccg's&l r fro 



To Page No. Xt 



Witnessed & Understood by me, 



Date 



Date 



T 



Recorded by 



II rt r Project No. 

riT , p <^S hfta\fA* ^ VlaP (\ \^) ICS L^feb Book No^n^ 



From Page 



i ! 



I i 



t ! 



! 1 



REDACTED 



PEG-GCSF 



Date: 



Operator: Chris 



NB No: 



PEG-GCSF 
Running Conditions 



4-20% Gradient Mini Gei 



constant current: 25 m A 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 



i i 



Sample Code 



MWSTD 
GCSFT6702 
NTERM 6951-23 
LYS35 6951-24 
LYS41 6951-25 
LYS 35 PURIFIED 



Lane No. 



1 
3 
5 
7 
9 
11 



Cone 
(ng/ml) 



1.00 
0.50 
0.50 
0.50 
0.50 



80% of Cone 
(ng/ml) 



0.80 
0.40 
0.40 
0.40 
0.40 



Load 
uL 
10 



6 

25 
25 
25 
25 



Load 



5.00 

10.00 

10.00 

10.00 

10.00 



1 — r 



i L 



! ! 
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I Witnessed & Understood by me, 



Date 
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To Page No.. 



Inxqnted by ^\ 



Recorded by 



Date 



54 



Project No. 
Book No. TITLE 



i i 



From Page No.A 



REDACTED 



PEG-GCSF-1 



Date: 



Operator. Chris 
PEG-GCSF 

Running Conditions 



NB No: 



4-20% Gradient Mni Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mni Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTO 


1 






15 




GCSF T6702 


2 


1.00 


0.75 


4.0 


3.00 


N-TERM 


3 


1.00 


0.75 


* 6.7 


5.00 


N-TERM 


4 


1.00 


0.75 


6.7 


5.00 


N-TERM 


5 


1.00 


0.75 


13.3 


10.00 


N-TERM 


6 


1.00 


0.75 


13.3 


10.00 


TRhTETRA 


7 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 


8 


1.00 


0.75 


6.7 


5.00 


TRhTETRA 


9 


1.00 


0.75 


13.3 


10.00 


TRhTETRA 


10 


1.00 


0.75 


13.3 


10.00 


GCSF T6702 


11 


1.00 


0.75 


4.0 


3.00 


MWSTD 


12 






15 
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Operator Chris 
PEG-GCSF 

Running Conditions 
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REDACTED 

PEG43CSF-2 _ : 





NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/silver stain SOP 




I Witnessed & Understood by me, 



Date 



Sample Code 


Lane No. 


Cone 


7S% of Cone 


Load 


Load 




(np/ml) 


(no/ ml) 


uL 


ug 


MWSTD 


1 






15 


2.00 


GCSFT6702 


2 


1.00 


0.75 


2.7 


N-TERM 


3 


1.00 


0.75 


2.7 


2.00 


N-TERM 


4 


1.00 


0.75 < 


2.7 


2.00 


N-TERM 


5 


1.00 


0.75 


5.3 


4.00 


N-TERM 


6 


1.00 


0.75 


5.3 


4.00 


TRl-TETRA 


7 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 


8 


1.00 


0.75 


2.7 


2.00 


TRl-TETRA 


9 


1.00 


0.75 


5.3 


4.00 


TRKTETRA 


10 


1.00 


0.75 


5.3 


4.00 


GCSf T6702 


11 


1.00 


0.75 


2.7 


2.00 


MWSTD 


12 






15 
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To Page No.. 



Date 



56 



< i i 



From Page No.^. 



PEG-GCSF WEST 



REDACTED 



i i 



Date: 



Operator Chris 

PEG-GCSF study G061493 
T- 1 day sera samples 



NB No: 



4-20% Gradient Mini Gel 



Running Conditions 



constant current: 25 mA 
at) non-reduced 

Western Blot SOP (polyclonal rabbit anti-GCSF development) 



Sample Code 


Lane No. 


Cone 
(ng/ul) 


80% of Cone 
(ng/ul) 


Load 
uL 


Load 
ng 


MWSTD 


1 






15.0 




GCSFT6702 


2 


50.0 


40.0 


3.0 


120.0 


MTRM 6951-23 


3 


50.0 


40.0 •:• 


10.0 


400.0 


LYS35 6951-24 


4 


50.0 


40.0 


10.0 


400.0 


LYS41 6951-25 


5 


50.0 


40.0 


10.0 


400.0 


GCSFT-1.5 


7 


3.0 


2.4 


28.0 


67.2 


MTERM T-1 


8 


3.0 


2.4 


28.0 


67.2 


LYS 35 T«1 


9 


3.0 


2.4 


28.0 


67.2 


LYS 41 T=1 


10 


3.0 


2.4 


28.0 


67.2 


GCSF T6702 


12 


50.0 


40.0 


3.0 


120.0 



m 
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From Page No 




Date: 



Operator Chris 



PEG-GCSM 



is© No: 



REDACTED 



PEG-GCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% GraoSent Mini Gd/commasie SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(no/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSFT6702 


2 


1.00 


0.75 


4.0 


3.00 


N-TERM 4C 


3 


1.00 


0.75 


6.7 


5.00 


Nr-TERM 4C 


4 


1.00 


0.75 


13.3 


10.00 


N-TERM 45C 


5 


1.00 


0.75 


6.7 


5.00 


N-TERM 45C 


6 


1.00 


0.75 


13.3 


10.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


13.3 


10.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 45C 


10 


1.00 


0.75 


13.3 


1.0.00 


GCSFT6702 


11 


1.00 


0.75 


4.0 


3.00 


MWSTD 


12 






15 
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Project No. 
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- 1 ■ 
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i 
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— T REDACTED 








-i 




i : 1 i ; : 1 






Date: 


1 

! 1 




Operator Chris 1MB No: 


Ml; 1 




PEG-GCSF 4-20% Gradient Mini Gel 


i i ! 
; i - 



constant current: 25 mA 
ail non-reduced 

4-20% Gradient Mini Gel/silver stain SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSFT6702 


2 


1.00 


0.75 


2.0 


1.50 


N-TERM 4C 


3 


1.00 


0.75 . 


2.7 


2.00 


N-TERM 4C 


4 


1.00 


0.75 


5.3 


4.00 


N-TERM 45C 


5 


1.00 


0.75 


2.7 


2.00 


N-TERM 45C 


6 


1.00 


0.7S 


5.3 


4.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


2.7 


2.00 : 


TRI-TETRA 45C 


10 


1.00 


0.75 


5.3 


4.00 


GCSF T6702 


11 


1.00 


0.75 


2.0 


1.50 


MWSTD 


12 






15 
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To Page No. ^ | 



Witnessed & Understood by me, 



Date 



Irw^ntejlbv ^ 



Date 



Recorded by 



TITLE 



r . ~ / Project No. \QQQCjp 

f£f> WfiX ^^k VSk Yd /Cdamasste^ Book No.f^TJ^ 



From Page No 



5! 



i r 



Date: 



Operator Chris 



PEG-GCSF-1 



NB No: 



REDACTED 



i t 



PBX3CSF 



Running Conditions 



4-20% Gradient Mini Get 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSF T6702 


2 


1.00 


0.75 


4.0 


3.00 


N-TERM 4C 


3 


1.00 


0.75 


6.7 


5.00 


N-TERM 4C 


4 


1.00 


0.75 


13.3 


10.00 


N-TERM 45C 


5 


1.00 


0.75 


6.7 


5.00 


N-TERM 45C 


6 


1.00 


0.75 


13.3 


10.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


13.3 


10.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 45C 


10 


1.00 


0.75 


13.3 


10.00 


GCSF T6702 


11 


1.00 


0.75 


4.0 


3.00 


MWSTD 


12 






15 
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iFrom Page 



P Boo C k Nolls TITLE^^FlW^W HP& 



i i i 



PEG-GCSF-2 



REDACTED 



Date: 



Operator: Chris 
PE&GCSF 

Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/silver stain SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSF T6702 


2 


1.00 


0.75 


2.0 


1.50 


N-TERM 4C 


3 


1.00 


0.75 


2.7 


2.00 


N-TERM 4C 


4 


1.00 


0.75; 


5.3 


4.00 


N-TERM 45C 


5 


1.00 


0.75 


2.7 


2.00 


N-TERM 45C 


6 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 45C 


1 0 


1.00 


0.75 


5.3 


4.00 


GCSF T6702 


1 1 


1.00 


0.75 


2.0 


1.50 


MWSTD 


12 






15 





i : ! 
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To Page No. ^ 

i 



I Witnessed & Understood by me, 



Date 



Invented by ^ 



Date 



Recorded by 



' ' r. s ,^o— ^/ Project No.iCSQSS 

nT ,^py^ fyi^W CCfWS- V^k^kf book no.5£1£ 



From Page No 



-1 h 



-i r 



Date: 



Operator Chris 



PEG-GCSF-3 



NB No: 



REDACTED 



PEGGCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/comassie and silver stain SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSF T6702 


2 


1.00 


0.75 


. 2.0 


1.50 


GCSFINSORB. 


3 


1.00 


0.75 . 


2.0 


1.50 


GCSF IN SORB. 


4 


1.00 


0.75 


4.0 


3.00 


GCSF IN SORB. W/TWEEN 


5 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWEEN 


6 


1.00 


0.75 


4.0 


3.00 


GCSFINSORB. 


7 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. 


8 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWEEN 


9 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. W/TWEEN 


10 


1.00 


0.75 


2.0 


1.50 


GCSF T6702 


1 1 


1.00 


0.75 


1.0 


0.75 


MWSTD 


12 






10 
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To Page No.. 



Witnessed & Understood by me, 



Date 



Date 



Recorded by 



From PageNc^jL 



i ! 



i ! 



REDACTED 



Date: 



Operator Chris 
PEGGCSF 

Running Conditions 



PEG-GCSF-1 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSFT6702 


2 


1.00 


0.75 


4.0 


3.00 


N-TERM 4C 


3 


1.00 


0.75 


6.7 


5.00. 


N-TERM 4C 


4 


1.00 


0.75 


13.3 


10.00 


N-TERM 45C 


5 


1.00 


0.75 


6.7 


5.00 


N-TERM 45C 


6 


1.00 


0.75 


13.3 


10.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


13.3 


10.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


6.7 


5.00 


TRI-TETRA 45C 


10 


1.00 


0.75 


13.3 


10.00 


GCSFT6702 


11 


1.00 


0.75 


4.0 


3.00 


MWSTD 


12 






15 
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REDACTED 



Date: 



Operator Chris 



PEG-GCSF-2 



NB No: 



PEGOCSF 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/silver stain SOP 



J L 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(nq/ml) 


(ng/ml) 


uL 


u 9 


MWSTD 


1 






15 




GCSFT6702 


2 


1.00 


0.75 


2.0 


1.50 


N-TERM 4C 


3 


1.00 


0.75 


2.7 


2.00 


N-TERM 4C 


4 


1.00 


0.75 


5.3 


4.00 


N-TERM 45C 


5 


1.00 


0.75 


2.7 


2.00 


N-TERM 45C 


6 


1.00 


0.75 


5.3 


4.00 


TRI-TEtRA 4C 


7. 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 45C 


10 


1.00 


0.75 


5.3 


4.00 


GCSF T6702 


1 1 


1.00 


0.75 


2.0 


1.50 


MWSTD 


12 






15 
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Recorded by 



64 



Book No. 



From Page No._M» ! 



REDACTED 



Date: 



Operator: Chris 



PEG-GCSF-3 



NB No: 



PEGGCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/comassie SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(nq/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSFT6702 


2 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. 4C 


3 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. 4C 


4 


1.00 


0.75 


4.0 


3.00 


GCSF IN SORB.45C 


5 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB.45C 


6 


1.00 


0.75 


4.0 


3.00 


GCSF IN SORB. W/TWN. 4C 


7 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWN. 4C 


8 


1.00 


0.75 


4.0 


3.00 


GCSF IN SORB. W/TWN. 45C 


9 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWN. 45C 


10 


1.00 


0.75 


4.0 


3.00 


GCSF T6702 


1 1 


1.00 


0.75 


2.0 


1.50 


MWSTD 


12 






15 
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Project No. 
Book No. 



65 



REDACTED 



Date: 



Operator Chris 



PEG-GCSF-4 



NB No: 



PEGGCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail non-reduced 5«7v<f 



4-20% Gradient Mini Gel/eemewie SOP 




66 



Book No.. .*KTS titled QPfiE & M W^oA W$»wft!> S?W ft 



i i I 



From Page HodL 



i 1 



Date: 



Operator: Chris 

PEG-GCSF study G061493 
T=1day sera samples 



PEG-GCSF WEST 



NB No: 



REDACTED 



4-20% Gradient Mini Gel 



Running Conditions 



constant current: 25 mA 
all non-reduced 

Western Blot SOP (polyclonal rabbit anti-GCSF development) 



Sample Code 


Lane No. 


Cone 


80% of Cone 


Load 


Load 






(ng/ul) 


(ng/ul) 


uL 


nq 


MWSTD 


1 






10.0 




GCSF T6702 


3 


500.0 


400.0 


1.0 


400.0 


NTERM 6951-23 


4 


500.0 


400.0 


1.0 


400.0 


LYS 35 6951-24 


5 


500.0 


400.0 


1.0 


400.0 


LYS 41 6951-25 


6 


500.0 


400.0 


1.0 


400.0 


GCSFT=1.5 


8 


3.0 


2.4 


28.0 


67.2 


NTERM T=1 


9 


3.0 


2.4 


28.0 


67.2 


LYS 35 T=1 


10 


3.0 


2.4 


28.0 


67.2 


LYS 41 T=1 


. 11 


3.0 


2.4 


28.0 


67.2 
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TITLE 
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67 



From Page No.jki 



Date: 



Operator: Chris 



PEG-GCSF-1 



NB No: 



REDACTED 



PEGGCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 





Sample Code 


Lane No. 


Cone 
(ng/ml) 


75% of Cone 
(ng/ml) 


Load 
uL 


Load 
ug 










MWSTD 


1 






15 








GCSFT6702 


2 


1.00 


0.75 


4.0 


3.00 




; i 


N-TERM 4C 


3 


1.00 


0.75 


13.3 


10.00 






N-TERM 4C 


4 


1.00 


0.75 


6.7 


5.00 


! 1 ! 


N-TERM 45C 
N-TERM 45C 
TRI-TETRA 4C 


5 


1.00 
1.00 
1.00 


0.75 
0.75 
0.75 


13.3 
6.7 
13.3 


10.00 
5.00 
10.00 






6 
7 


! ; i I 




TR1-TETRA 4C 


8 


1.00 


0.75 


6.7 


5.00 


i ; ! ' 




TRI-TETRA 45C 


9 


1.00 


0.75 


13.3 


10.00 


■ ! ; ■ : • 


I : 


TRI-TETRA 45C 


10 


1.00 


0.75 


6.7 


5.00 


! ■ ; I • 




GCSF T6702 
MWSTD 


1 1 
12 


1.00 


0.75 


4.0 
15 


3.00 
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Date: 



Operator: Chris 
PEGGCSF 

Running Conditions 



PEG-GCSF-2 



NB No: 



REDACTED 



4-20% Gradient Mini Gel 



constant current: 25 mA 
alt non-reduced 

4-20% Gradient Mini Gel/silver stain SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSF T6702 


2 


1.00 


0.75 


2.0 


1.50 


N-TERM 4C 


3 


1.00 


0.75 


2.7 


2.00 


N-TERM 4C 


4 


1.00 


0.75 


5.3 


4.00 


N-TERM 45C 


5 


1.00 


0.75 


' 2.7 


2.00 


N-TERM 45C 


6 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 45C 


10 


1.00 


0.75 


5.3 


4.00 


GCSF T6702 


11 


1.00 


0.75 


2.0 


1.50 


MWSTD 


12 






15 





i !. \ f 



i r 



I L 
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From Page No.i. 


; i • ■ 




: : ; \ j j | 






1 ! 1 ; ; 1 i i 1 




- — ■ --• ■■■».. ■ i : . ; « ; ■'■ ■ : ' 1 

PEG-GCSF-3 







Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 










(ng/ml) 


(ng/ml) 


uL 


ug 




MWSTD 


1 






1 5 




: i ' i 


GCSFT6702 


2 


1.00 


0.75 


2.0 


1.50 




GCSFIN SORB.4C 


3 


1.00 


0.75 


2.0 


1.50 




GCSF IN SORB. 4C 


4 


1.00 


0.75 


4.0 


3.00 




GCSF IN SORB.45C 


5 


1.00 


0.75^ 


2.0 


1.50 




GCSFIN SORB.45C 


6 


1.0Q 


0.75' 


4.0 


3.00 






GCSF IN SORB. W/TWN. 4C 


7 


1.00 


0.75 


2.0 


1.50 




GCSF IN SORB. W/TWN. 4C 


8 


1.00 


0.75 


4.0 


3.00 




GCSF IN SORB. W/TWN. 45C 


9 


1.00 


0.75 


2.0 


1.50 




GCSF IN SORB. W/TWN. 45C 


10 


1.00 


0.75 


4.0 


3.00 




GCSF T6702 
MWSTD 


11 
12 


1.00 


0.75 


2.0 
15 


1.50 


! * i ! • 



REDACTED 



Date: 



Operator Chris 



NB No: 



PEGGCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail non-reduced 

4-20% Gradient Mini Get/comassie SOP 
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Date: 



Operator: Chris 



PEG-GCSF-4 * 



NB No: 



REDACTED 



PEGGCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 

all non-reduced StWfr' 

4-20% Gradient Mini GeUwwMete SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 


ug 


MWSTD 


1 






10 




GCSF T6702 


2 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. 4C 


3 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB.4C 


4 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB.45C 


5 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB.45C 


6 


1.00 


0.75 " . 


2.0 


1.50 


GCSF IN SORB. W/TWN. 4C 


7 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. W/TWN. 4C 


8 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWN. 45C 


9 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. W/TWN. 45C 


10 


1.00 


0.75 


2.0 


. 1.50 


GCSF T6702 


11 


1.00 


0.75 


1.0 


0.75 


MWSTD 


12 






10 





1— t- 
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From Page Uo.^» 



Date: 



Operator: Chris 



PEG-GCSF-1 



NB No: 



REDACTED 



: ; PEG-GCSF 
— i : : — Running Conditions 



4-20% Gradient Mini Get 



; ; ! ; i : ; 


Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 


; : ■ i j i 






(ng/ml) 


(ng/ml) 


uL 


ug 






MWSTD 
GCSF T6702 
N-TERM 4C 


1 

2 






15 
4.0 
13.3 






1.00 
1.00 


0.75 
0.75 


3.00 
10.00 






3 


: • ! I ! 




N-TERM 4C 


4 


1.00 


0.75 


6.7 


5.00 






N-TERM 45C 


5 


1.00 


0.75 


13.3 


10.00 


I'll! 




N-TERM 45C 


6 


1.00 


0.75 


' 6.7 


5.00 


M i M 




TRI-TETRA 4C 


7 


1.00 


0.75 


13.3 


10.00 


: . ■ l 




TRI-TETRA 4C 


8 
9 

10 


1.00 
1.00 
1.00 


0.75 
0.75 
0.75 


6.7 


5.00 
10.00 
5.00 


! i | : ' i 


TRI-TETRA 45C 
TRI-TETRA 45C 


13.3 
6.7 






: : ! i ! 

i i 




GCSF T6702 


1 1 


1.00 


0.75 


4.0 


3.00 


M i i I M 


MWSTD 


12 






15 





constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 
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Project No. 

BookNo-M^ t.t. 



« j I 



From Page No.£i 



t 



Date: 



Operator: Chris 
PEG-GCSF 

Running Conditions 



PEG-GCSF-2 



NB No: 



REDACTED 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/silver stain SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 




(nq/ml) 


(nq/ml) 


uL 


ug 


MWSTD 


1 






15 




GCSF T6702 


2 


1.00 


0.75 


2.0 


1.50 


N-TERM 4C 


3 


1.00 


0.75 


2.7 


2.00 


N-TERM 4C 


4 


1.00 


0.75 


5.3 


4.00 


N-TERM 45C 


5 


1.00 


0.75 


2.7 


2.00 


N-TERM 45C 


6 


1.00 


0.75, 


5.3 


4.00 


TRI-TETRA 4C 


7 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 4C 


8 


1.00 


0.75 


5.3 


4.00 


TRI-TETRA 45C 


9 


1.00 


0.75 


2.7 


2.00 


TRI-TETRA 45C 


10 


1.00 


0.75 


5.3 


4.00 


GCSF T6702 


11 


1.00 


0.75 


2.0 


1.50 


MWSTD 


12 






15 
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From Page No.jL ; 



Date: 



Operator: Chris 



PEG-GCSF-3 



NB No: 



REDACTED 



PEG-GCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail non- reduced 

4-20% Gradient Mini Gel/comassie SOP 



Sample Code 



MWSTD 
GCSF T6702 
GCSF IN SORB.4C 
GCSF IN SORB.4C 
GCSF IN SORB.45C 
GCSF IN SORB. 45C 
GCSF IN SORB. W/TWN. 4C 
GCSF IN SORB. W/TWN. 4C 
GCSF IN SORB. W/TWN. 45C 
GCSF IN SORB. W/TWN. 45C 
GCSF T6702 
MWSTD 



Lane No. 



1 
2 
3 
4 
5 
6 
7 
8 
9 

10 
11 
12 



Cone 
(ng/ml) 



1.00 
1.00 
1.00 
1.00 
1.00 
1.00 
1.00 
1.00 
1.00 
1.00 



75% of Cone 
(ng/ml) 



0.75 
0.75 
0.75 
0.75 
0.-75 
0.75 
0.75 
0.75 
0.75 
0.75 



Load 
uL 



15 
2.0 
2.0 
4.0 
2.0 
4.0 
2.0 
4.0 
2.0 
4.0 
2.0 
15 



Load 

ug 



1.50 
1.50 
3.00 
1.50 
3.00 
1.50 
3.00 
1.50 
3.00 
1.50 



i 



i i 
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From Page No.l£> 



Date: 



Operator: Chris 



PEG-GCSF-4 



NB No: 



REDACTED 



PEG-GCSF 



Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/SILVER SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(ng/ml) 


(ng/ml) 


uL 




MWSTD 


1 






10 




GCSF T6702 


2 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB.4C 


3 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB.4C 


4 


1.00 


0.75 


2.0 


1.50 


GCSF INSORB.45C 


5 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. 45C 


6 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWN. 4C 


7 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. W/TWN. 4C 


8. 


1.00 


0.75 


2.0 


1.50 


GCSF IN SORB. W/TWN. 45C 


9 


1.00 


0.75 


1.0 


0.75 


GCSF IN SORB. W/TWN. 45C 


10 


1.00 


0.75 


2.0 


1.50 


GCSF T6702 


11 


1.00 


0.75 


1.0 


0.75 


MWSTD 


12 






10 





_J u 






! I 



! ! 
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Recorded by 



— - i i 



TITLE 



. „ Project No.. 



75 
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: 1 ; 


Sample Code 


Lane No. 


Cone 


50% of Cone 


Load 


Load 














(mg/ml) 


(mg/ml) 


uL 


ug 






MWSTD 


1 






15 










2 












• : ! * 
\ : 

\ ! i ; ! - : 


GCSF 7559-11 


3 
4 


1.00 


0.50 


10.0 


5.00 




— i — ! — — — 1 — ; — \ 


TRI-TET. 102193-1 


5 


2.00 


1.00 


5.0 


5.00 


■ * 1 


■ ! i ! s ; t 


6 




i • 




TRI-TET. 102193-1 














: : ! ! ; : j 

: ''!|: 


7 


2.00 


1.00 


10.0 


10.00 




1 






8 












: : i 
: : 1 


TRI-TET. 102193-1 


9 


2.00 


1.00 


15.0 


15.00 


' 1 


- i : : j I i 




10 
1 1 
12 














; ! ; ; i j ; 


TRI-TET. 102193-1 


2.00 


1.00 


20.0 


20.00 




' 1 








i • 1 j 1 : 














: t 1 1 



I i 



t I i 



Date: 



Operator: Chris 
PEG-GCSF 

Running Conditions 



PEG-GCSF- 



NB No: 



REDACTED 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Get/commasie SOP 



! ! 



! ! i 



! j 
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Project No.iil^CDS- vj * f ^ 




< i i 



From Page No-^L, 



Date: 



Operator: Chris 
PEG-GCSF 

Running Conditions 



PEG-GCSF' 



NB No: 



REDACTED 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail non-reduced 

4-20% Gradient Mini Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 
{mg/ml) 


75% of Cone 
(mg/ml) 


Load 
uL 


Load 


MWSTD 


1 






15 




GCSF #7559-11 


2 
3 


1.00 


0.75 


, 6.7 


5.00 


TRI-TET. #7559-06 


4 

5 


1.00 


0.75 


13.3 


10.00 


TRI-TET. 102293-1 


6 
7 
8 
9 

10 
1 1 
12 


1.38 


1.04 


19.3 


20.00 


TRI-TET. 102393-1 
TRI-TET. 102493-1 


0.90 
0.90 


0.68 
0.68 


29.6 
29.6 


20.00 
20.00 




! ! 



_, p 



i i 
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Witnessed & Understood by me, 
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Indented by > 
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Ill _ Project No.Vy^ 



From Page No, 



Date: 



Operator Chris 



PEG-GCSF- 



NB No: 



REDACTED 



PB3-GCSF 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gei/commasie SOP 



Sample Code 


Lane No. 


Cone 
(mg/ml) 


75% of Cone 
fmg/ml) 


Load 
uL 


Load 
uq 


MWSTD 


1 






15 




GCSF #7559-11 


2 
3 


1.00 


0.75 


6.7 


5.00 


TRI-TET. #7559-06 


4 

5 


1.00 


0.75 


13.3 


10.00 


TRI-TET. NON-REDUCED 


6 
7 
8 
9 

10 
1 1 
12 


1.38 


1.04 


19.3 


20.00 


TRI-TET. REDUCED-DTT 
TRI-TET, REDUCED-ABDF 


0.90 
0.90 


0.68 
0.68 


29.6 
29.6 


20.00 
20.00 



i ! 
1 1 
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78 



Book No.^SlZS TITLE 



r rom Page No^4- 



PEG-GCSF- 



REDACTED 



Date: 



Operator: Chris 



NB No: 



PEG-GCSF 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 


75-66.6% 


Load 


Load 






(mg/ml) 


Conc(mg/ml) 


uL 


"9 


MWSTD 


1 






15 




GCSF #7559-11 
N-TERM #7559-01 


2 
3 
4 


1.00 
1.00 


0.75. 
0.75 


6.7 
13.3 


5.00 
10.00 


N-TERM NON-REDUCED 


5 
6 


1.00 


0.75 


20.0 


15.00 


N-TERM REDUCED 


7 
8 
9 

10 
11 
12 


1.00 


0.67 


22.5 


15.00 


N-TERM + GCSF NON-REDUCED 


1.00 


0.75 


20.0 


15.00 


N-TERM + GCSF REDUCED 


1.00 


0.67 


22.5 


15.00 



i I 
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From Page No.^kj 



REDACTED 



AP WESTERN BLOT 



Date: 



NB No: 



Operator: Chris 

Alkaline Phosphotaae Reagent 

Running Conditions 



4-20% Gradent Mini Gel 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/AP Western Blot Procedure 



Sample Code 


Lane No. 


Cone 


Dilution 


Oil. Cone 


75% Cone 


Load 


Load 






(mg/ml) 


Factor 


(ng/ul) 


(ng/ul) 


ng 


uL 




GCSF Std T6702 


1 


1.00 


200 


5.00 


3.75 


25 


7 




N-TERM #7559-01 


2 
3 


1.00 


4000 


0.25 


0.19 


1 


5 




N-TERM #7559-01 


4 


1.00 


1000 


1.00 


0.75 


5 


7 




N-TERM »7559-01 


5 


1.00 


1000 


1.00 


0.75 


1 0 


1 3 




N-TERM *7559-01 


6 


1.00 


200 


5.00 


3.75 


25 


7 




N-TERM #7559-01 


7 


1.00 


200 


5.00 


3.75 


50 


1 3 




TRi-TETRA #7559-06 


8 


1.00 


1000 


1.00 


0.75 


5 


7 


! 
{ 


TRI-TETRA #7559-06 


9 


1.00 


1000 


1.00 


0.75 


1 0 


1 3 




TRI-TETRA #7559-06 


1 0 


1.00 


200 


5.00 


3.75 


25 


7 


i 


TRI-TETRA #7559-06 


1 1 


1.00 


200 


5.00 


3.75 


50 


13 


j- 


TRI-TETRA #7559-06 


12 


1.00 


100 


10.00 


7.50 


100 


1 3 
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HRP WESTERN BLOT 



j L 



REDACTED 



Date: 



NB No: 



Operator: Chris 



4-20% Gradient Mini Get 



Horse Radish Peroxidase Reagent 
Running Conditions 



25 mA 



constant current: 
all non-reduced 
4-20% Gradient Mini Gel/HRP Western Blot Procedure 



Sample Code 


Lane No. 


Cone 


Dilution 


Dil. Cone 


75% Cone 


Load 


Load 




<mg/ml) 


Factor 


(ng/ul) 


(ng/ul) 




uL 


GCSF Std T6702 


1 


1.00 


200 


5.00 . 


3.75 


25 


7 


N-TERM #7559-01 


2 
3 


1.00 


4000 


0.25 


0.19 


1 


5 


N-TERM #7559-01 


4 


1,00 


1000 


1.00 


0.75 


5 


7 


N-TERM #7559-01 


5 


1.00 


1000 


1.00 


0.75 


10 


13 


N-TERM #7559-01 


6 


1.00 


200 


5.00 


3.75 


25 


7 


N-TERM #7559-01 


7 


1.00 


200 


5.00 


3.75 


50 


1 3 


TRI-TETRA #7559-06 


6 


1.00 


1000 


1.00 


0.75 


5 


7 


TRI-TETRA #7559-06 


9 


1.00 


1000 


1.00 


0.75 


1 0 


1 3 


TRI-TETRA #7559-06 


1 0 


1.00 


200 


5.00 


3.75 


25 


7 


TRI-TETRA #7559-06 


1 1 


1.00 


200 


5.00 


3.75 


50 


1 3 


TRI-TETRA #7559-06 


12 


1.00 


1 00 


10.00 


7.50 


100 


1 3 
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AP WESTERN BLOT 



REDACTED 



Date: 



NB No: 



Operator: Chris 

Alkaline Phosphotase Reagent 

Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ai! non-reduced 
4-20% Gradient Mini Gel/AP Western Blot Procedure 



Sample Code 



PRESTAINED STDS 
GCSF Std T6702 
N-TERM #7559-01 



N-TERM 
N-TERM 
N-TERM 
N-TERM 
TRI-TETRA 
TRI-TETRA 
TRI-TETRA 
TRI-TETRA 
TRI-TETRA 



#7559-01 
#7559-01 
#7559-01 
#7559-01 
#7559-06 
#7559-06 
#7559-06 
#7559-06 
#7559-06 



Lane No. 


Cone 


Dilution 


Dil. Cone 


75% Cone 


Load 


Load 




(mg/ml) 


Factor 


(ng/ul) 


(ng/ul) 


uL 


no. 


1 
2 


100 


200 


5.00 


3.75 


1 0 
7 


25 


3 


1.00 


4000 


0.2S 


0.19 


5 


1 


4 


1.00 


1000 


1.00 


0.75 


7 


5 


5 


1.00 


1000 


1 .00 


0.75 


1 3 


1 0 


6 


1.00 


200 


5.00 


3.75 


7 


25 


7 


1.00 


200 


5.00 


3.75 


1 3 


50 


8 


1.00 


1000 


1.00 


0.75 


7 


5 


9 


1 .00 


1000 


1.00 


0.75 


1 3 


1 0 


1 0 


1.00 


200 


5.00 


3.75 


7 


25 


1 1 


1.00 


200 


5.00 


3.75 


1 3 


50 


12 


1.00 


100 


10.00 


7.50 


1 3 


100 



I 
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From Page No.H. 



HRP WESTERN BLOT 



REDACTED 



Date; NB No: 

Operator: Chris 4-20% Gradient Mini Gel 

Horse Radish Peroxidase Reagent 

Running Conditions constant current: 25 mA 
alt non-reduced 

4-20% Gradient Mini Gel/HRP Western Btot Procedure 



Sample Code 


Lane No. 


Cone 


Dilution 


Dil. Cone 


75% Cone 


Loac 


Load 




(mg/ml) 


Factor 


(ng/ul) 


(ng/ul) 


uL 


ng 


PRESTAINED STDS 


1 










10 




GCSF Std T6702 


2 


1.00 


200 


5:00 


3.75 


7 


25 


N-TERM #7559-01 


3 


1.00 


4000 


0.25 


0.19 


5 


1 


N-TERM #7559-01 


4 


1.00 


1000 


1.00 


0.75 


7 


5 


N-TERM #7559-01 


5 


1,00 


1000 


1.00 


0.75 


1 3 


1 0 


N-TERM #7559-01 


6 


1.00 


200 


5.00 


3.75 


7 


25 


N-TERM #7559-01 


7 


1.00 


200 


5.00 


3.75 


13 


50 


TRI-TETRA #7559-06 


8 


1.00 


1000 


1.00 


0.75 


7 


5 


TRI-TETRA #7559-06 


9 


1.00 


1000 


1.00 


0.75 


13 


10 


TRI-TETRA #7559-06 


1 0 


1.00 


200 


5.00 


3.75 


7 


25 


TRI-TETRA #7559-06 


1 1 


1.00 


200 


5.00 


3.75 


13 


50 


TRI-TETRA #7559-06 


12 


1.00 


100 


10.00 


7.50 


13 


100 
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ECL WESTERN BLOT 



REDACTED 



Date: 



NB No: 



Operator: Chris 

Enhanced chemiluminescence 



4-20% Gradient Mini Gel 



Running Conditions 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Ge!/ECL Western Blot Procedure 



Sample Code 


Lane No. 


Cone 


Dilution 


Oil. Cone 


75% Cone 


Load 


Load 






(mg/ml) 


Factor 


(ng/ul) 


(ng/ul) 


uL 


ng 


PRESTAINED STDS 


1 










1 0 




GCSF Std T6702 


2 


1.00 


200 


5.00 


3.75 


7 


25 


N-TERM #7559-01 


3 


1.00 


4000 


0.25 


0.19 


5 


1 


N-TERM #7559-01 


4 


1.00 


1000 


1.00* 


0.75 


7 


5 


N-TERM #7559-01 


5 


1.00 


1000 


1.00 


0.75 


1 3 


1 0 


N-TERM #7559-01 


6 


1.00 


200 


5.00 


3.75 


7 


25 


N-TERM #7559-01 


7 


1.00 


200 


5.00 


3.75 


13 


50 


TRI-TETRA #7559-06 


a 


1.00 


1 000 


1.00 


0.75 


7 


5 


TRI-TETRA #7559-06 


9 


1.00 


1000 


1.00 


0.75 


1 3 


10 


TRI-TETRA #7559-06 


1 0 


1.00 


200 


5.00 


3.75 


7 


25 


TRI-TETRA #7559-06 


1 1 


1.00 


200 


5.00 


3.75 


1 3 


50 


TRI-TETRA #7559-06 


12 


1.00 


100 


10.00 


7.50 


1 3 


100 
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ECL WESTERN BLOT-DuPont 



REDACTED 



Date: 



NB No: 



Operator: Chris 

Enhanced chemiluminescence 



4-20% Gradient Mini Gel 



Running Conditions constant current: 25 mA 
ail non-reduced 

4-20% Gradient Mini Gel/ECL Western Blot Procedure 



Sample Code 


Lane No. 


Cone 


Dilution 


Oil. Cone 


75% Cone 


Load 


Load 




(mg/ml) 


Factor 


(ng/ul) 


(ng/ul) 


uL 


n 9 


PRE STAINED STDS 


1 










1 0 




GCSF Std T6702 


2 


1.00 


200 


5.00 


3.75 


7 


25 


N-TERM #7559-01 


3 


1.00 


4000 


0.25 


0.19 


5 


1 


N-TERM #7559-01 


4 


1.00 


1000 


1.00 


0.75 


7 


5 


N-TERM #7559-01 


5 


1.00 


1000 


1.00 


0.75 


1 3 


1 0 


N-TERM #7559-01 


6 


1.00 


200 


5.00 


3.75 


7, 


25 


N-TERM #7559-01 


7 


1.00 


200 


5.00 


3.75 


1 3 


50 


TRI-TETRA #7559-06 


8 


1.00 


1000 


1.00 


0.75 


7 


5 


TRI-TETRA #7559-06 


9 


1.00 


1000 


1.00 


0.75 


13 


1 0 


TRI-TETRA #7559-06 


1 0 


1.00 


200 


5.00 


3.75 


7 


25 


TRI-TETRA #7559-06 


1 1 


1.00 


200 


5.00 


3.75 


1 3 


50 


TRI-TETRA #7559-06 


1 2 


1.00 


100 


10.00 


7.50 


1 3 


100 
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From Page NoJ^H 
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PEG-GCSF WEST (1) 



REDACTED 



Date: 



Operator: Chris Farrar 

GCSF from hamster study G083193 
purified sera samples/not concentrated 



NB No: 



4-20% Gradient Mini Ge! 



Running Conditions 



constant current: 25 mA 
all reduced/BME 

Western Blot SOP (DuPont ECL development) 







est. cone. 


75% of cone. 






Sample Code 


LANE 


(ng/ml) 


ng/ml 


ng 


ul 


PRE STAINED MARKER 


1 
2 








10.00 


VEHICLE CT=4 f G1) 


3 


100 


75 


0.80 


10.67 


GCSF #7559-11 


4 


100 


75 


0.80 


10.67 


GCSF RUN OVER COLUMNS 


5 


100 


75 


0.80 


10.67 


T=.5 


6 
7 


40 


30 


0.80 


26.67 


T=1 


8 


40 


30 


0.80 


26.67 


T=1.5 


9 


40 


30 


0.80 


26.67 


T=2 


10 


40 


30 


0.80 


26.67 




1 1 












12 
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f i 



4— l-L 
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PEG-GCSF WEST (2) 



REDACTED 



Date: 



Operator: Chris Farrar 

N-Term PEG-GCSF from study G083193 
purified sera samples/not concentrated 



NB No: 



4-20% Gradient Mini Gel 



! i 



Running Conditions 



constant current: 25 mA 
ai! reduced/BME 

Western Blot SOP (DuPont ECL development) 







est. cone. 


75% of cone. 






Sample Code 


LANE 


(ng/ml) 


ng/ml 


ng 


ul 


PRE STAINED MARKER 


1 








10.00 


VEHICLE (T=2, G1) 


2 
3 


100 


75 


0.80 


10.67 


N-TERM PEG-GCSF #7559-01 


4 


100 


75 


0.80 


10.67 


N-TERM RUN OVER COLUMN 


5 


100 


75 


0.80 


10.67 


N-TERM SPIKED SERA 


6 


100 


75 


0.80 


10.67 


T=.5 


7 
8 


40 


30 


0.80 


26.67 


T=1 


9 


40 


30 


0.80 


26.67 


T=1.5 


10 


40 


30 


0.80 


26.67 


T=2 


1 1 


40 


30 


0.80 


26.67 




12 
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From Page No, 



7 



4- 



REDACTED 



PEG-GCSF WEST (3) 



Date: 



Operator Chris Farrar 



NB No: 



Tri/tetra PEG-GCSF from study G083193 4-20% Gradient Mini Gel 
purified sera samples/not concentrated 



Running Conditions 



constant current: 25 mA 
alt reduced/BME 

Western Blot SOP (DuPont ECL development) 







est. cone. 


75% of cone. 






Sample Code 


LANE 


(ng/ml) 


ng/ml 


ng 


ul 


PRE STAINED MARKER 


1 
2 








. 10.00 


VEHICLE (T=7, G1) 


3 


100 


75 


0.80 


10.67 


TRI/TETRA PEG-GCSF #7559-06 


4 


100 


75 


0.80 


10.67 


TRI/TETRA RUN OVER COLUMNS 


5 


100 


75 


0.80 


10.67 


TRI/TETRA SPIKED SERA 


6 


100 


75 


0.80 


10.67 


T=.5 


7 
8 


40 


30 


0.80 


26.67 


T=1 


9 


40 


30 


0.80 


26.67, 


T=1.5 


10 


40 


30 


0.80 


26.67 


T=2 


11 


40 


30 


0.80 


26.67 




12 
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PEG-GCSF 



REDACTED 



Date: 



Operator: Chris 



NB No: 



MW Markers and Serum Proteins 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
att reduced 

4-20% Gradient Mint Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


(mg/ml) 


uL 


ug 


MW std NOVEX 


1 


1.00 




15 


15 


MW std BIORAD 


2 


1.00 




10 


10 


HI MW std AMERSHAM 


3 


1.40 


1.05 


14 


15 


LO MW std AMERSHAM 


4 


1.40 


1.05 


14 


15 


ALBUMIN (66,000) 


5 
6 


2.00 


1.50 


7 


10. 


CARBONIC ANHYDRASE (29,000) 


7 


2.00 


1.50 


7 


10 


CYTOCHROME C (12,400) 


& 


2.00 


1.50 


7 


10 


hamster serum 


9 

10 


1.00 


0.75 


13 


10 


hamster immunoglobulins 


11 


0.50 


0.38 


13 


5 


hamster immunoglobulins 


12 


0.50 


0.38 


27 


10 
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REDACTED 



PEG-GCSF 



Date: 



Operator: Chris 



NB No: 



Hamster Serum Proteins 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all reduced 

4-20% Gradient Mini Gel /commas ie SOP 



Sample Code 


Lane No. 


Cone 
(mg/ml) 


75% of Cone 
(mg/ml) 


Load 
uL 


Load 
ug 


MW std NOVEX 
ALBUMIN (66,000) 


1 

2 
3 


1.00 
2.00 


1.50 


15 
7 


15 
10 


diluted hamster serum 
diluted hamster serum 


4 
5 
6 
7 


5.00 
5.00 


3.75 
3.75 


1 

3 


5 
10 


IgG (protein A col. eluent) 
IgG (protein A col. eluent) 


8 
9 
10 
11 
12 


0.66 
0.66 


0.50 
0.50 


10 
20 


5 
10 


sample (protein A col. wash) 
sample (protein A col. wash) 


0.66 
0.66 


0.50 
0.50 


10 
20 


5 

10 



t 1 1 
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Book No., title %bf\i& cAm^\l(^^f\)p(\\^A.^y ^AWfoL 



F rom Page N<foL^ 





Sample Code 


Lane No. 


Cone 
(mg/ml) 


75% ot Cone 
(mg/ml) 


Load 
uL 


Load 




MW std NOVEX 


1 


1.00 




1 5 


1 5 


; t 




diluted hamster serum 


2 
3 


5.00 


3.75 


3 


1 0 


— i ! ! j 




sample (protein A col. wash) 
IgG (protein A col. eluent) 


4 

5 


0.66 


0.50 


20 


10 




6 
7 


0.66 


0.50 


20 


10 


— ' • ; ! 1 • — 


6 








; I t ; ; 




9 

1 0 










i M ! ! j • 




1 1 
12 











! ! 



~i h 



REDACTED 



PEG-GCSF 



Date: 



Operator: Chris 



NB No: 



Hamster Serum Proteins 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all NON-reduced 

4-20% Gradient Mini GeJ/commasie SOP 



I ! 
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I 

i 


I ! 
















i 
















i 
t 


l i 

i i 














j 


! 

1 




i 


j 














i ! 
! i 






i f i 
■ i ! 


( 

I 




























i — 






i ! : 


i 






! 






j ; i 










i . : : 

; ! 


] 










! 
I 


i 




Date: 




j ■ 1 i ; i 

i : ! : = 




Operator: Chris 




NB No: 




I 


1 


I | 

i 


Hamster Serum Proteins 


4-20% Gradient Mini Gel 


MM' 1 






i 

j 


i 

1 — 


Running Conditions 

constant current: 25 mA 

all NON-reduced 

4-20% Gradient Mini Gel 

1/2 comiriflfiiA SriP* 1/3 Waefarn cr-i 




j ! i i i 




1 

! 

! t 






! 1 I- i. : 


j I 








i ; ■ • 


i 


I 

i 

| 




Sample Code 


Lane No. 


Cone 
(mg/ml) 


75% of Cone 
(mg/ml) 


Load 
uL 


Load 
ug 


— ; j 

j 


i ! • 


j 




i 






! ■ ; . i 

1 : ' 


j 








MW std NOVEX 

wash from 1st protein A col. 
wash from 2nd protein A col. 
eluent from 2nd protein A col. 

MW std NOVEX 

wash from 1st protein A col. 
wash from 2nd protein A col. 
eluent from 2nd protein A col. 


1 
2 
3 
4 
5 
6 
7 
S 
9 

10 
1 1 
12 


1.00 
0.15 
0 01 
0.12 

1.00 
0.15 
0.01 
0.12 


1.00 
0.11 
0.01 
0.09 

1.00 
0.11 
0.01 
0.09 


1 5 
25 
26 
26 

1 5 
26 
26 
26 


15.00 
2.93 
0.17 
2.26 

15.00 
2.93 
0.17 
2.26 


j 

I i 


! : ! '" 
i ! i 










f ! 
f j 

— ; — 


j j ; - 






i i 
< i 


i . ; 
i i 




i ; 
i 




t 






j 
; 


■ j 




| ■ 










! 


; t 

! 1 




! ! 










j 


! i 




t : 
' I 










i ■ 




1 




j 1 

j | 


















I I I I 








I ! ! ! 


t 


j 








f— 

i 

1 — i — - 




i 1 * 


















I i i 


i i 






: ; ! 

i ! LI 






I 








i 




i — i — \ — 

i ! 
































j 

1 




j , .„ 

| j 
































j j 


i 




















i j 












I 

i 
i 


- i — 


















! 












i 


i 

.... i. 






























i 
i 
















'-U- 














i 
















! i 










1 ! 






















I 

i 




i 




! i 




































i 

1 




































t 

j 










































































r" 1 
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Project No.JC^b— 
Book No. 



TITLED 



From Page No.^L 



PEG-GCSF WEST (1) 



REDACTED 



Dale: 



Operator: Chris Farrar 

GCSF from hamster study GQ83193 
purified sera samples/concentrated 



NB No: 



4-20% Gradient Mini Gel 



Running Conditions 



constant current: 25 mA 
all reduced/BME 

Western Blot SOP (DuPont ECL development) 







est. cone. 


75% of cone. 






Sample Code 


LANE 


(ng/ml) 


ng/ml 


ng 


ul 


PRE STAINED MARKER 


1 








1 0 


VEHICLE (T-4, G1) 


2 
3 








27 


GCSF »7559-11 


4 


100 


75 


0.80 


1 1 


GCSF RUN OVER COLUMNS 


5 


100 


75 


0.80 


1 1 


GCSF SPIKED SERUM 


6 


100 


75 


0.80 


1 1 


T=5 


7 
8 


40 


30 


0.80 


27 


T=t 


9 


40 


30 


0.80 


27 


T-1.5 


1 0 


40 


30 


0.80 


27 


T-2 


1 1 


40 


30 


0.80 


27 




1 2 
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PEG-GCSF WEST (2) 



REDACTED 



Date: 



Operator: Chris Farrar , 

GCSF from hamster study GQ83193 
purified sera samples/concentrated 



NB No: 



4-20% Gradient Mini Gel 



Running Conditions 



constant current: 25 mA 
all non reduced/BME 

Western Blot SOP (DuPont ECL development) 







est. cone. 


75% of cone. 






Sample Code 


LANE 


(ng/ml) 


ng/ml 


ng 


ul 


PRE STAINED MARKER- 


1 
2 








1 0 


VEHICLE (T-4, G1) 


3 




7 5 


0.80 


27 


GCSF #7559-11 


4 


100 


1 1 


GCSF RUN OVER COLUMNS 


5 


100 


75 


0.80 


11 


GCSF SPIKED SERUM 


6 
7 


100 


75 


0.80 


1 1 


T-.5 


6 


40 


30 


0.80 


27 


T-1 


9 


40 


30 


0.80 


27 


T-1.5 


1 0 


40 


30 


0.80 


27 


T-2 


1 1 


40 


30 


0.80 


27 




1 2 
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. 'I A ^jf 



From Page No.^ 



REDACTED 



PEG-GCSF 



Date: 



Operator: Chris 



! ! 



FPLC Protein A column tractions 
Running Conditions 



NB No: 



4-20% Gradient Mini Gel 



constant current: 25 mA 
ail reduced 

4-20% Gradient Mini Gel 

Western Blot SOP (DuPont ECL development) 
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1. The primary purpose of this notebook is to protect 
your and the Company's Patent-Rights by keeping 
records of all original work in a form acceptable as 
evidence if any legal conflict arises. 

2. When starting a page, enter the title, project num- 
ber, and book number. Use ink, for permanence — no 
pencil. Record your work as you progress, includ- 
ing any spur-of-the-moment ideas which may be de- 
veloped later. Do not make notes on loose paper to 
be recopied. Use the blank lefthand page for calcu- 
lations so they will be available if you want to re- 
check them. Record your work in such a manner that 
a co-worker can continue from where you stop. You 
might be ill and to protect your priority it could be 
urgent that the work continue while you are absent. 

3. Give a complete account of your experiments and the 
results, both positive and negative, including your 
observations. Record all diagrams, layouts, plans, pro- 
cedures, new ideas, or anything pertirvent to your work 
including the details of any discussions with sup- 
pliers, or other people outside the Company. Do not 
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try to erase any incorrect entries; draw lines delet- 
ing them, note the corrections, sign and date the 
changes. This extra care is worthwhile becojse of 
the necessity of original data to prove priority of 
new discoveries. 

4. After entering your data, sign and date the entries. 
Explain your work to at least two witnesses who are 
not co-inventors, and have them sign and date the 
pages in the place provided. Record the names of 
operators and witnesses present during any demonstra- 
tion and have at least two witnesses sign the page. 
If no witnesses are present during an experiment of 
importance,. repeat it in the presence of two witnesses. 

5. This notebook and its contents are the exclusive prop- 
erty of the Company. It is confidential and the con- 
tents are not to be disclosed to anyone unless author- 
ized by the Company. You must return it when com- 
pleted, upon request, or upon termination of employ- 
ment. It should be kept in a protected place. If loss 
occurs notify your supervisor immediately, and make a 
written report describing the circumstances of the loss. 



Copyright 0 by Harold Gallup 



Table of Contents 




Page 



VII 



15-35 



33-35 



6ft-74 



75-76. 



77- 7r 



SCIENTIFIC NOTEBOOK CO. 



Table of Contents 


Page 
































































































SCIENTIFIC NOTEBOOK CO. 



Project No lOSCCft 
. Book No.J5Il!Ii£_ 



rom Page No.jL j 



PEG-rhu-GCSF 1.0«g/«l 
Lot No. 4656-47 



I ! 



toil 



j i 



I ! 



REDACTED 







a) 












C 1- H.A3L.I 






i 


i i 

! 1 












ii * 












X - 


- H 


LOt 




j 






! i 
! 1 


i 
i 






' i i 

1 ! t 
















1 

1 

1 


















i 

! 






i 


1 

i 




j ! ! i j 


; ' ) 

■; j ; 


i 
! 




































i 










! 1 


; i i 


— i — 


! ! 

t 
















































j 




; j 
i \ 






! 
t 


! i 












































i 


i 




j i 








! 




















































! s 

I i 


} ] 




i 




1 

i 
























































t 

! 






























j 


























j I ! 

I i i 




1 ! 


















































i 


i j ; 
















































f 
i 






i 


! i i i 
! : ! 










5 






























i 








i 
i 
f 


t 
t 


1 ! i i 




! ; 
1 i 




1 
1 






































! 




! | ; M 






















































! 

! 


) I ; 




\ ! 




















































i 

t 


| i 




j i 




i 














































! 


i ; 




; i 
. i ! 


1 

1 

1 




















1 






















Mil! 


! ! 

i • 

i 


















i ! 


























' j 

i 


! j ; j i 






















i 
























! 

i 
t 


I'll; 

! 1 i 1 


-. i 










j 








































i 








1 i 






















































i 












1 


































































/ 










































































































































































































































































ToP 




e N< 




Witnessed & Understood by me, 


Date 




Invented by*. , ^ 








Dat 


e 


1 




Recorded by 





luuie or v-onTents 


Page 


\> 

— m ~ _ 






























































































SCIENTIFIC NOTEBOOK CO, 







om Page N0..X. 



Project No.jeaa22. 
Book uo.J5£l2Li title 



I I i 



REDACTED 



I i 



i ! i ; ; ! ! , : 




: ' ! i !. i : i I i ! ! ! ! ! I '\ I 



! i 



I ! 



f i 



J L 



i ! 



i ! 



! t 



I I 



Witnessed & Understood by me, 



Date 



Invented by 



Recorded by 



To Page No. J5 



Date 



TITLE. 



REDACTED 



Project Nn 
. Book No._SS2k 



From Page Ho.2c '■ 



J L 





! i 



.ECU 



! 




i i I I ! i i 



I 



Peaks : L224=2. 28545 L280=0. 85550 L582=0.0t128 L48G=0. 00978 
(Stdev) : (0.095) (0.0011) (0.00019) (0.00012) 



i — r 




4u ip_ 



^gftoL .cofldl&QQS . Safari 



To Page No.. 



Witnessed & Understood by me, 



Date 



Invented by 



Date 



Recorded b 



Project No. WAgTfo 
Book TITLE f)h)d\j 



REDACTED 




TITLE. 



[FromPage No.^. 



^ — !•- 



Project Na. loSco*^ 
. Book No. 5S1U> 



CONFIDENTIAL 

Filename: 

AMG£N DISTRIBUTION CWLY 
Study No. 

_ Ndninal Actual 
r , AnimalsIniect.A7erage Dosing Dosim Dosing Number 
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Animals: Male Golden Syrian Hamsters, 90-100 g 
Dosing Schedule: Single s.c. dose cm day 1 (M) 

Sacrifice Schedule: Four animals from group 1 will be bled and sacrificed 

at intervals of 0.5, 1, 1.5, 2, 4, 7 and 10 days following dosing. 

Five animals fron each of groups 2-4 will be bled and sacrificed 
at intervals of 0.5, 1, 1.5, 2, 4, 7 and 10 days following dosing. 

Use one vial for each treatment group 
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Mp need to change syringe needles between hamsters within a single group 
Vials are overfilled by 1 . 5 mL to allow for losses in f illing^ringeT 
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PIA PEG - 2:1 PLMMn 1,000) -PEG (Mn 1,000) copolymer solution in water (30 i w/w) , lot no. 4987-^9 

5?2 SET * ° - 556 * ° f 1 * ° * PEG-rhu-G-CSF in aqueous formulation to 
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Animals: Male Golden Syrian Hamsters, 9Q-1QQ g 
Dosing Schedule: Single s.c. dose on day 1 (M) 

Sacrifice Schedule: Four animals from each group will be bled and sacrificed 

at intervals of 0.5, 1, 1.5, 2, 4, and 7 days following dosing. 
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Use one vial for each treatment group 

Fill a 1-fflL syringe, and inject up to ten hamsters (0.1 ml per animal) 
No need to change syringe needles between hamsters within a single group 
Vials are overfilled by 1.1 ml to allow for losses in filling syringes 



10 mrt NaOAc, 5 % (w/v) mannitoj, 0.QQ4 % (w/v) Tween 80, pH 4.0 
3.5 mL 

SC?i-MPEG - Succinimidyl car soxymethy Imethoxypoiy ethylene glycoi 
Lot no, OK2-43C (Mn = 6,000) 
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METHOD 8 BANK t 

0.80 UflLUE.POS LI 
' 8.00 UflLUE.POS 3. t' 
8.80 UfiLUE.POS +. I 
8.00 CONC *B 0.0 
0.00 HL/MIN 0.59. 
0.00 MONITOR t 
0.00 UflLUE.POS 1.2 
0.00 CM/*HL 0.58 
--.0.00 PORT. SET 6.1 
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5.00 HL/MEN 1.80 
5.00 CONC 27.3 
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17.00 PORT. SET fr.9 
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5. 
11. 
tl. 
13. 
13. 
17. 
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08 UflLUE.POS t.l 
08 UflLUE.POS 3. 1 
88 UflLUE.POS 4. I 
80 CONC >;S 8.0 
88 ML'MIN 0.39 
80 MONITOR t 
80 UflLUE.POS 1.2 
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88 PORT; SET 6. 1 
83 UflLUE.POS 1. i 
88 CONC J:B 0.0 

88 ML/MIN 
80 COHC 5CE 

89 COHC ;:e 
00 CONC XB 
99 CONC JiB 
00 CONC kB ■'■ 
00 PORT. SET 
00 CM/ ML 



1.00 
27.3 
27.5 
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METHOD 0 BflMK 1 



8.09 
0.09 
0.00 
0.00 
9.08 
0.09 
0.00 
0.00 
0.00 

1.00 

5.99 
5.00 
5.90 
i 1.09 
11.00 
13.00 
13.00 
17.09 
29.00 



UALUE.POS I. | 
VALUE. P0S 3.1 
VALUE. P0S 4. 1 
COHC *B .0.0 
ML^-MIH 0.30 
MOHirOR l 
VALVE. POS 1.2 
CIVML 0.50 
PORT. SET 6.1 
VALUE. P0S l.t 
COHC ':B . 0.0 

riL/nm 
cohc ;;b 

CONC ?;B 
COHC 's.B 
comc ;:e . 

COHC *B 
PORT. SET 
CrVKL 
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tit 
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25 
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27.3 
27.5 
100 
190 
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6.0 ' 
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0.00 
0.90 

0.00 

0.00 

0.00 
0.00 

0.09 

0.00 

0.00 

1.00 

5.00 

5.00 

5.00 
11.00 
11.08 
13.00 
13.08 
17.00 
20.00 



UflLUE. P0S l.l 
UflLUE.POS 3.1 
UflLUE.POS 4.1 
COHC .*;E 0.9 
ML/MIN O.50 
HON r TOR i 
UflLUE.POS 1.2 
CIVML 0.50 
PORT. SET 6.1 
UflLUE.POS l.l 
COMC XB 0.0 
ML'' fir H 1.00 
COMC XB 50.0 
CGNC ?:B 50.0 
COHC J;B 100 
COMC 5;B ■ 100 
COHC XB - 0.0 , 
PORT. SET 6.0 
CM/-ML 0.00 
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CM/ ML 
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0.90 
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VALUE. POS 3.1 
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ML/MEM 0.50 
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WML 0.50 
PORT. SET 6.1 
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COHC *E 0.0 
ML/ MI N 
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CON-INF-2 



Data: 



Operator: Chris 



CON-INF-gel 1 
Running Conditions 



NBNa: 



4-20% Gradient Mini Gel 



constant currant: 25 mA 
all non-raducad 
Comassi*: SOP 



CON-1NF-3 



Sampto Cod* 


LanaNa 


Cone 


75% of Cone 


Load 


Load 




(mq/mt) 


ma/ml 


uL 


uo. 


MWSTD 


1 






5.0 




CON INF START 


2 


0.20 


0.15 


20.0 


3.00 


OX CON-JNF CONTROL / 


3 


0.37 


0.26 


10.7 


3.00 


2X unpurifiad 


4 


2.00 


1.50 


4.0 


6.00 


2x purifiad pH 4.25 ' 


5 


0.44 


0.33 


18.3 


6.00 


2x purifiad pH 3.50 


6 


0.35 


0.26 


22.9 


6.00 


Ax unpuriflad 


7 


2.00 


1.50 


4.0 


6.00 


4x purifiad pH4.25 


8 


0.42 


0.31 


19.1 


6.00 


4x purffiad pH 3.50 


9 


0.61 


0.45 


13.2 


6.00 


6x unpurifiad 


10 


2.00 


1.50 


4.0 


6.00 


6x purifiad pH 4.25 


11 


0.82 


0.62 


9.7 


6.00 


6x purifiad pH 3.50 


12 


0.83 


0.62 


9.7 


6.00 
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Data: 



Operator. Chris 



CON-INF-gel 2 
Running Conditions 



4-20% G radiant Mini Gtl 



constant currant: 25 mA 
alt non-raducad 
Comassie: SOP 



Sampla Cod* 


LanaNa 


Cone 


75% of Cone 


Load 


Load 






fmg/ml) 


mq/ml 


uL 


on 


MWSTD 


1 






5.0 




CON INF START 


2 


0.20 


0.15 


20.0 


3.00 


OX CON-tNF CONTROL 


3 


0.37 


0.28 


10.7 


3.00 


8X unpurifiad 


4 


2.00 


1.50 


4.0 


6.00 


8X purifiad pH 3.50 


5 


0.94 


0.71 


8.5 


6.00 


10X unpuriflad 


6 


2.00 


1.50 


4.0 
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rf+toj) asm — — " 
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• D.uJiiJ.i,m4.i4: 
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0.00 COUCH 

0.00 HUMS 
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0.00 WSTTUt 

0.00 tmu 
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0.00 TAin.NS 

0.00 7U.TC.KS 
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0.00 nXT.SCT 
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VALVE. MS 
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0.00 
0.00 
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CLEAR data 
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en TtETlOO 



La 



U-1-Ull.l IJ.LI.Ul Nil 



To Page NcllQl 



Witnessed & Understood by me, 



Date 



Date 



Recorded by 



Project No.jQ<i£&3 
Book No.i^3Lp 




69 




i ! 



c ivile 




Ju*. 



O.M C05CZ9 

0.00 SL/MI5 

0.00 TAUI.POS 

0.00 VWTt.FOS 

0.00 BOSOM 

0.00 LTtTlI 

0.00 CtXU DATA 

o.oo mre.wj 

0.00 OI/SL 

o.oo potT.icr 

.» vju.rc.ros 

jo.oo wrr.jn 

10.00 ctw 

do nrraoo 



3 



0- 



rr _ _ 



4". q--:..- r.-r :. ■ 




JUm ■ IP1BI7I 
»*nk • I 



o.oo coacn 

0.00 KL/yiVi 

0.00 TALTt.POJ 

o.oo tAtn.pos 

o.oo mwnot 

o.oo umz 

0.00 CUAJt EUTi 

0.00 fALVE.WI 

0.00 ct/tt, 

o.oo Nir.irr 

.50 f At VI. KM 

10.00 WKT.IET 

10.00 cv.u 



To Page No.rlQ_ 



Witnessed & Understood by me, 



Date 



Date 



T 



Recorded by 



70 



Project Nn AtftCQb 
Book No^^L TITLE 



I I I 




REDACTED 



I 



i i 



i i 



! i 



1 I. 



I t 



3 



'►wot: 





TO 

'-Htoo'feAC* f if 

^cnxJx75colam n - 



—I ! 



Tit-.-:- 



coscn 

KL/HVt 

O.OO TjU.YE.rOS 

o.oo TU.vc.ros 

g. oo WSITOt 

0.00 LEVELS 

O.OO CLEAt OAT* 

o.oo mvE.fos 

0.00 CT/ML 

o.oo ntt.sR 

.SO TALVt.POl 

JO. 00 POfT.JCT 

JO. 00 M. 



0.00 



To Page No.. 

"I 



Witnessed & Understood by me, 



Date 




Invented by 



62^ 



Date 



Recorded by 



i i 

"ITLE. 



Fr om P age NolQ j 



REDACTED 



Project Nn_ lDaflCg ) 



71 



U J W i t . i . ! ! i. i ! I ' i 




Values : L260-0.I9SS5 . L280-0. 331 31 L3S0-0.0047S L400-0. 00838 
(Stdev) : (0.00921) (0.00032) (0,00015) (0.00018) 



In : u «-.a n t Qati 




Values : 12G0-0. 08447 L280-0 . I 37S8 L350— 0.01909 L400— 0.0330S 
(Stdev) : (0.000(3) (0.00030) (0.00019) (0.00016) 



□ .as 
a. a* 
5 0.02 

w 0-02 
* 

£ O.Ql 

-a a. QQ 

S-a.oi 

-O. 0 3 
-Q.-Q4 - 



/ 1\ 



Initruinot Oat* 



1 \ 



ISO 280 100 320 340 .310 3IQ ' 400 . 



U.luo. I L268-8. 82979 L288-8. 95984 L3S8" 8.03138 L488t-9. 8*321 ■ 
(StdBv) I (8.88828* (8.88927) (9.88816) (8.88820 

1 1 1 1 1 1 1 1 1 
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ml 
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PEG-GCSF gel 1 
Running Conditions 



4-20% Gradient Mini Gel 



constant current: 25 mA 
all non-reduced 
Com ass ie: SOP 



Sample Code 


Lane No. 


Cone 


75% of Cone 


Load 


Load 






(mg/ml) 


mg/ml 


uL 


ug 


MWSTD 


1 






10.0 




GCSF (start) 


3 


1.00 


0.75 


4.0 


3.00 


PEG-GCSF 13XRXN 


5 


2.00 


.1.50 


6.7 


10.00 


PEAK#1 


7 


0.70 


0.53 


19.0 


10.00 


PEAK #2 


9 


0.89 


0.67 


15.0 


10.00 


PEAK #3 * 


11 


3.48 


2.61 


3.8 


10.00 
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Date Submitted^ 

Analytical Results Needed by;. 

Submitted by:. 



Protein tAnalvtel: HP/^/f- - frcti/l f^ylrlUl DcCr,^ 

Analysis Requested (RP.SEC.IEX, etc.)L 

Sample Buffer Composition: 



Potential Interferences (polymers, detergents, UV-absorbing 

species, etc.): 



Operator: 
" Method : TiDCD 



Instrument #_ 



Date Results Reported; 



No. 


inj. 
vol. 


File 
Mame 


Cone 
mq/ml 


Sample 
Identification 


No. 


Inj. 
Vol 


File 
Name 


Cone 
mq/ml 
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identification 


i \ ! 


1 


/o 




/ 


am 


25 










' i ! 
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>*> 
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! ■ \ 


3 








ft* AfY tffr 


27 












4"; 
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,n 


fat 41 


28 
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fat #5 


30 










i i 


7 
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. / 
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1 \ i 
i i ; 
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1 2 
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—\ j ; 
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1 ' I 
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20 
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RESEARCH SAMPLE SUBMISSION FOR GCSF BIOASSAY AO260 



PLEASE SUBMIT AT LEAST 200 uL OF SAMPLE ASSAYS ARE DONE ON TUESDAYS; PLEASE CALL AHEAD 
ANO SUBMIT YOUR SAMPLES BY 1200PM ON MON IF YOU WISH THEM TO GET IN THAT TUESDAY. RESULTS 
WILL BE IN THE MAIL BY THE NEXT MONDAY EVENING. 



DATE: _ EXTENSION: 
DO YOU WISH TO GET YOUR SAMPLES BACK? ( YES OR NO ) 



MAILBOX: ^)^4-£f5 



J L 



nq 


SAMPLE 


CONG 


1 


-Mfc 1 


-XT 














H 






5 








9mK 9- * 








.HAS 

























































poi-en. 



NO. 


SAMPLE 


CONC. 



































































































SPECIAL INSTRUCTIONS: 



IF YOU HAVE ANY COMMENTS Cfl QUESTIONS PLEASE CONTACT WENDY 0(2365) OR USA (K4059) 
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«AJW»LE MTIAL rog/mL U/ffiL U/rog 
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i 


. : ; __j , 1 i_ 


i 


; ; i L_ 1 L. 




• • | : 
— . i : !__ , — _ 


— 7- — ■ ( ■ ■ ; ■ : ■ ■ ■ ; ■ 

; 
















1 


630EOC SOI 42 CONTROL 


500000 


0.29 


0.19 


0.64 




2 


6101 SOI 40 PREFORM 


5000000 


2.93 


1.61 


0.55 


• — r— : — - 


3 


8102 SOI 40 PREFORM 


soooooo 


3.02 


1.81 


0.60 


-r-"" : — ;' 

;.;■].■ 


4 


BLANK 










S 


PEAK 1 RUN 1 


500000 


0.3652 


0.15 


0.40 




« 


PEAK 2 RUN 1 


100000 


0.1601 


0.10 


0.63 




7 


PEAK 3 RUN 1 


100000 


0.0696 


0.02 


0.30 




a 

9 


PEAK 1 RUN 2 

63GEOC SOI 42 CONTROL 


500000 

sooooo 


0.3652 
0.29 


0.17 
0.21 


0.45 
0.74 




10 


PEAK 2 RUN 2 


100000 


0.1601 


0.07 


0.46 




11 


PEAK 3 RUN 2 


100000 


0.0696 


0.02 


0.30 




12 


GCSF CONTROL 


soooooo 


5 


3.31 


0.66 




13 
14 


E. eofl LOT G204 
CHO PRODUCT LOT 3 


500000 
1000000 


0.509 
1.088 


0.40 
1.48 


0.78 
1.36 




IS 


CHO PRODUCT LOT 4 


1000000 


1.001 


1.31 


1.31 


" ' r- 

; ■ 1 i 

! 


fe 


FILGRASTIM STD LOT GUIS 


sooooo 


0.503 


1.16 


2.31 


; ■ : : i 


17 
19 


CHUGA1 G-CSF RUN1 


500000 


0.25 


0.41 


1.62 




IS 


CHUGAIG-CSFRUM2 
692L2 SOS47 - 


500000 
500000 


0.25 
0.29 


0.32 
0.19 


1.27 
0.66 


] ; : i : : ! 


20 


S30EOC SOI 42 CONTROL 


500000 


0.29 


0.30 


1.05 


— ! . , . ; ; p 

-i ; ■ 1 ■ 1 














! i . I : I ! 














: ■ ! • = i. 




630EOC AVERAGE OF 3 ■ 


0.81 


XB*ca U/MG 






.1 1 MM; 
















U - H8SC STANDARDIZED UNTTS 












i i I • i ; 































)RLn3 


I l> 


Average 


I®. 


! <Vb of Starting G 






peakl 0.40 


i 0.45 




! peakl j 


0A25 


I 0J04 


i 054 


; ; i | j ; : 




peak 2 : 0.63 


; 0.46 


i 


! peak 2 ; 


0545 


j 0.12 


0B3 




' M m i i : 


peak 3 030 


i 030 




t peak 3 ! 


030 


! oxx) 


; 045 






630EOCSOl42conffo( : 0.64 


I 0.74 


i 1.05 


; Assay CO: 


031 


I 0.21 


1.23 






OuGCSF 0.66 ■ I | ■ 


! ' \ i ! 


; I : ! i 







Mono-PEG-GCSF Species Bioassay Results 




peak 1 



peak 2 peak 3 

Species ID 



Assay Ctl 



Average 



SD 
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4MGEN 

PROTEIN STRUCTURE 
MEMORANDUM 

To: Elise Gabriel and^Oiris Farrar 
- From: Chris Clogston and Hsieng Lu //L 

Date: . : 

. te rmina l ifamrnr r Analysis of Monon e.vi.^ r.r^ p .,.. , , 

■ ^^ZTL^J^ 0 ^ « «•■•" Emitted November 9 

to analytical method A0102 Peak 3 conS„i^ «rT ■ according 
enUret, Recovery tables and ^ ^ 

levels but weU within the £2? 7Z data Th. ™i " T™* " SOmewhat l ™ 
recovered in this .analysis however A?, t Jt. " ' ttoec lysines were not 
low initial recovery Jd pegS '« Li ^ ""'^ " combinati °" of the extremely 
approximately 15 pmol ?' ■ S T enCing fo *^ tw » °n 

. an extreme, thereto^ the ZgSF^^SLS^ to 

Imc. tneir P° sl tions on the repetmve yield regression 

Peak 3 is probably partially N-terminally blocked a* nrw • i 
always has an initial yield recoverv n T as GCSF ' m Iot rcl ease analyses,- 

LysH. Lys 24. ^ iy^'^^S^ *?» Of the lysine recoveries - 

repetitive yield regression ^SJ^J!: ^ °" £heir P ° sitions on *<= 

pegylation at this site. * Y 15 n0t recove ^d, indicating probable 

p^Z^ ^Z^™ ° r - — of 

The extent of N-tenninus modified on ^ ^ m <£*^ nMd ' 
protein concentrations. Peptide anaIv««T ™ • ^ dctcnnined Wl *h accurate sample 
extent of pegylation. 7 * lS rCqU,red t0 P rcciscIv id ™tify the sites and 
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MonoPtg GCSP Pkfl 
R«p«mlv« Ytofd Calculation 





f « OLM030 • 3J442»Zl t*t • 0J4M 




Repetitive Yield 


- 92.8% 




Observed LnWoJ 


Yield - 1.2% 




Theoretical imti 


al Yield - 0.9% 




K 


K *K 



• 3 4 « • 10 tl 1* t» 1» 10 II I* at I» JO 3J J4 3« J8 40 42 « 

Cycle 





Cye*. 




FMIlMO*. 




Can. PM t 


•OW Con. 


I 


u 


412.27 


0.00 


412.27 


2.424 


> 


T 


320 Jt* 


12.01 


307.47 


3.4*4 


3 


P 


m.M 


3.00 


205.32 


2.470 


4 


I 


340.13 


10.44 


331.24 


2.320 


• 


O 


277.41 


0.54 


247.00 


1.420 


• 




273.00 


33.00 


340.00 


2.300 


7 


A 


340.41 


•.00 


230.77 


2.300 


4 


S 


•0104 


4.20 


72.50 


1.001 


t 


S 


100.04 


0.20 


07.70 


1.400 


te 


l 


212.50 


55.00 


1S7.50 


3.107 


it 


*• 


140.47 


10.45 


1X0.O2 


2.111 


ia 


0 


112.54 


34.42 


•7.43 


1.000 


ia 


s 


37.43 


0.04 


2T.74 


1.444 




F 


•3.40 


15.13 


70.30 


1.004 


ts 


I 


144.53 


44.00 


77.13 




14 


I 


173.54 


00.40 


100.30 


2.024 


17 


ft 


41.01 


4.01 


94.90 


1.740 


!• 


C 










1« 


L 


110.71 


40.72 


■1.00 


1.704 


» 


E 


14.21 


io. ao 


10.21 


t.000 


tl 


O 


70.44 


30.00 


30.34 


1.543 


tx 


V 


S0.37 


14 J 1 


30.24 


Uit 


29 


n 










t« 


X 


33.21 


Ml 


24.40 


1.207 


IS 


I 


47.35 


11.07 


39.00 


1.5S4 


It 


a 


40.14 


35.73 


24.43 


1.340 


IT 


a 


43.03 


24.51 


10. 42 


UM 


ia 


0 


14.34 


0.04 


0.32 


0.401 


it 


a 


44.10 


32.00 


13.40 


1.130 


30 


A 


».*4 


34.01 


21.43 


1.339 


11 


A 


93.20 


34.01 


1«.Z7 


1.245 


32 


L 


75.43 


54.31 


1«.12 


1J41 


13 


a 


42.00 


30.32 


12.20 


1.000 


34 


e 


10.40 


12.) 3 


-1.35 


NAN(Q34) 


19 


% 


12.00 


5.44 


7.42 


0.070 


34 


t 


44.30 


57.64 


7.30 


0.043 


3r 


c 










30 


A 


32.10 


20.10 


2.00 


0.442 


30 


T 


•.04 


1.40 


3.14 


0.407 


40 


Y 












(C 


10.11 


5.30 


4.43 


0.404 


42 


L 


52.24 


54.01 


-1.47 


PtANfOM) 



10.20 
14.00 

12.22 



11J7 
15.13 
42.14 
44,40 
0.20 

04.04 

19.05 
34.37 
13.30 



10.42 
34.23 
30.31 

0.01 
24.04 
32.02 
11.04 
50.34 
33.43 
13.00 

4.33 
54.04 

33.73 
5.24 
S.I7 
5.94 

53.70 



0.00 
1.77 
2.41 

•.40 
4.44 
10.44 
5.24 
4.75 
4.75 
30.24 
14.10 
31.04 
12.04 
12.40 
40.74 
40.74 
0.03 

00.01 
10.07 
33.25 
13.03 
1.00 
0. 10, 
0.11 
34.30 
23.45 
4.42 
24.73 
31.14 
31.14 
34.24 



31.17 
7.47 
3.02 
5.50 



12.30 
0.04 
10.24 
17.34 
0.03 

a. st 

11.04 

3.4T 
3.14 
0.44 
0.O7 
1.31 
1.23 
2.07 



0.03 
-t.22 

1.32 
0.27 



•3.34 
2.40 

-2.4* 
1.04 
0.44 
3.10 
3.03 

•0.24 
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INSTRUCTIONS 



1- The primary purpose of this notebook is to 
protect your and the Company's Patent- 
Rights by keeping records of all original 
work in a form acceptable as evidence if 
any legal conflict arises. 

2. • When starting a page, enter the title, project 

number, and book number. 

• Use ink for permanence — avoid pencil. 

• Record your work as you progress, 
including any spur-of-the-moment ideas 
which may be developed later. 

• Avoid making notes on loose paper to be 
recopied. 

• Record your work in such a manner that a 
co-worker can continue from where you 
stop. You might be ill and to protect your 
priority it could be urgent that the work 
continue while you are absent. 

3. • Give a complete account of your 

experiments and the results, both positive 
and negative, including your observations. 

• Record all diagrams, layouts, plans, 
procedures, new ideas, or anything 
pertinent to your work including the details 
of any discussions with suppliers, or other 
people outside the Company. 

• Do not try to erase any incorrect entries; 
draw lines deleting them, note the 
corrections, sign and date the changes. 
This extra care is worthwhile because of 
the necessity of original data to prove 
priority of new discoveries. 

4. • After entering your data, sign and date 

the entries. 

• Explain your work to at least two wit- 



nesses who are not co-inventors, and 
have them sign and date the pages in 
the place provided. 
• Record the names of operators fand 
witnesses present during any ! 
demonstration and have at least two 
witnesses sign the page. If no witnesses 
are present during an experiment of 
importance, repeat it in the presence of 
two witnesses. 

5. Since computer programs can be 
patented these instructions apply to the 
development of computer software. In 
this case a description of the structure 
and operation of the program should be 
recorded in the notebook, together with 
a basic flow diagram which illustrates 
the essential features of the program. In 
the course of developing the code, the 
number of lines of code written ekch 
day should be recorded in the 
notebook, together with a statement of 
the portion of the flow diagram to|which 
the section of code is directed. 

6. This notebook and its contents arb the 
exclusive property of the Company. It is 
confidential and the contents are hot to 
be disclosed to anyone unless 
authorized by the Company. You (nust 
return it when completed, upon request, 
or upon termination of employment. It 
should be kept in a protected place. 

If loss occurs, notify your supervisor 
immediately, and make a written report 
describing the circumstances of tjhe 
loss. 



Copyright Harold Gallop 

Form 59 0 



; 

Table of Contents 


Page 














(wi^o^ PKpA- <£ U, Mori v ! 










Li ^\^J 




U-7SI 




73-77 






o 




i 
















— — — — . i — 




j 
l 




i 




j 




r 




i 












j 





SCIENTIFIC NOTEBOOK CO. 



* ' n f y., ^ Project NoJQLi£x 

rm fcbvn j >*A» ^*fcca.VW (ft 3 WNh TOffftpyiPS Book No.fflffl 



From Page No4» 




I ! i 



REDACTED 



251 



! ! 



! I 1 



| i M i ; I ! M MUM 



sax 



i I ! 



i i 



i i 



1 ! 



! i 



;To Page No.. 



Witnessed & Understood by me, 




Date 



Indented by 



Date 



T 



Recorded by 



Project No.£&<J£i 
BookNo.bfl&L- TITLE. 



i I i 



From Page No.J_ 



REDACTED 



I ! 



"1 — r 



i ! 



Naie = SPRDI75/120 
Bank = 1 
Hoaber - 3 



0.00 C0HC*B 0 

0.00 HL/HIN 1.5 

0.00 VALVE.POS 1.1 

0.00 VALVE.POS 3.1 

0.00 MONITOR 1 

0.00 LEVEL* 1 

0.00 CLEAR DATA 

0.00 VALVE.POS 1.2 

0.00 CM/ML .2 

0.00 PORT. SET 6.1 

5.00 VALVE.POS 1.1 

150.0 PORT.SBT 6.0 

150.0 CH/ML 0 

END METHOD 
! ! ! i i 



i i 



i i 



I i 



i t 



J_ i i 



t ! 



: ? j ! ! j j 1 I j \ \ I ! 1 , j ! 

! Jf) rA H \NdQ$c "tiuh \/A»A ± u>±& \f a ,LJ L^«b J / l ; 





TITLE. 



REDACTED 



Project Mn 1(8&Z> 
. Book No.i^L_ 




Project No.JMJ££- 

4 ' Book No.ijft&L- TITLE 

■ REDACTED 




Project No.4<£2C£0 

TITLE Book No.MBQ. 5 




Project N0.1&2&. 
Book Mo. (Wft\ 



TITLE. 



REDACTED 




w^l5 fegpjy QflF. <^\r-U 




TITLE. 



Project No._|£L&S 
. Book No.^Q£^_ 




Project No. y&US 
8 Book Noii£^L_ TITLE 




TITLE. 



From Page No.IL 



REDACTED 



Project No. IQyOCO 
. Book NoJ^fBL. 




•M- . -i . 1 1 i jr. 



IJ 1 




10m oUkd£JA\ t^z /oackl- 



ma , . ( . ■ . ■ , 



nn fa 



•AJfc 




coKoikA Jrl honied Jty 



10 



Project No. 
Book Mo. f/fftM 



TITLE. 



REDACTED 




I i I 

TITLE 



REDACTED 



Project <(RXR 
Book No. 



1 



From Page No.lQ. j j | 




Project No.J£g&_ 
Book No.ArfS6L_ TITLE 



I I i 




i r 



1 — I — r 



i i 



i I 



i I I 



! i 



; i I ! ! J ! : ! ! i 



"3upE*Wx.-s row. 
mono PCG-scsr perk nn 



a t 



a. t 



SSQ 260 330 i23 £40 SCO 2B3 400 




CRflMlCSCO 



Values : L2SO-0. Z:Z3B L280-0.38S4? L3S0-0.001A0 L400-0. 0002! 

i5tdev> : (9.MGZ7-> <0.0005S' <a.000t9> (0.0002: ■ 



till 



^PA\4 » 1ft 



J I 



To Page No.. 



Witnessed & Understood by me, 

— 




Date 



Invented by 



Date 



Recorded by 



Project No.JDok22> 



TITLE 



13 



From Page No.\L 


i 


-T 

i 


! ! 


i j j 


















i ! ! 




























ayu; 








! j \ 
















a. s- 

* 
m 


J / :\ MONO PCG-GCSF PERK *HR 

•M .* HI \ 

/ t 












| 






i 

i.... 


\ 

■ I \ 
























{A 




cS0_ 






rt 






i 








I 
i 


















j 




1 : 
t - . 












i 

! 


- i 


\ . 
































L I 

i 


















i 














f 


i 


c * \ a 3 
o.il \ ■ - 

j \ i ; 

1 s 2 
seo 28Q sag 320 340 2GQ sbo 400 






































i 


i 








































Have 1 injtnCnni 












i 






























GRAPH 1CSC0 .l/MS^WL 

a «a / HfiPocopvi 

Vaiues : L26S-0.32S64 L280-0. 53354 L3S0-0. 90473 L4.00-0.fl02 8 

, =-n»v 1 : iQ.aQ3~si /a aaacci t a _ -nasi? ci \ t a . ana 1 7 ■ 












! 
















— 




— i 
































j 












2 
















i 






i 

1 










1 














i ! 








































: : _i 1 ! 1 1 J 










1 




































' ! , , : : M ! I"! 
















































; 1 ! 


B. 4- 

« 

V 

e 

fa.2- 
a. i ■ 


S\ SUPCR0EX?3 POOL 


i 


I 








ft 






(\ 




















i . ; 


S / : \ PERK *3R 

J '\ 

\ 1 i 

\ ■ ■ 

V a « 












i 
i 
























j J r 

1 i i 










(A<\ 






In 








L~ 


h 












i 1 ! 

j- ■ : 






































j ; r 

l 












M 






k 






h I 

L 














| 





























tr 








— j — i — j — - 

! i ' I 


Q 








































. a- 


2SO 2BQ 30Q 320 340 36 D 360 4Q0 






























i 

i 




CWWUCSCO 
































I 


. j j i i 

1 i 


[LABEL / HRRCCOPY] 
































! 
} 


j ! 

! j : ; 


33 

Values 
(Stdev ) 


■bllHHiM iH^I^H ■MNI1 HI^I^B ■BHI £ 

L2S0-O. 23235 L2S0-0. 49245 L3S0-0. 00362 La' O.00017J 




























j 

i 


1 
j 


! ! : 


( 


0.00023) << 

1 ! 


9.000S1 ) (0. 0001 61 

It!! 






i 




































i ■■ i 




















1 ! 








































! 


" 1 

I 


























































































































j — 






| j 




























































































































i 
t 




! i 
i 














t 

i 










































! 
i 






1 i 

! j 




! 










j 


























































t 

1 i 








i 
• 






















































i 

f 
























































j 

j 




i 




1 

i 

i 


i 
















j 
















To Page No. H , 


Witnessed & Understood by me, 

y ///. 


Date 


Invented b v . ^ 

V %*kK\VNV3L Mkf\ AAA 


Date | 



14 



Project No-tfiXEfo 
Book No._Lfi61_ 



TITLE. 



= rom Page No.\h 






■A 




a. 


































































































w 








v> 




•to 
























k 


£- 








fcfc 






















Tv 


Of 










NX 
















^< 




AS 




















































r 
























0 


• 










• 


























































































DC 














































































Dale: 




NB No: ft75"& 






































Operator Chris 
G-CSFgell 


4-20% Gradient Mini Gel 




































Running Conditions 

constant current 25 mA 
all non-reduced 
Comassie: SOP 
























































































i 
















< 


Sample Code 


Lane Na 


Cone 
(mg/ml) 


75% of Cone 
(mq/ml) 


Load 
uL 


Load 
ug 


















{ 


















1 

< 
1 
1 
1 


MW std 
3CSF (START) 
PBG-GCSF1.5RXN 
PEAK #1A 
PEAK #2A 
PEAK #3A 


1 

'3 
5 

■7 
9 

1 1 


1.00 
2.00 
0.57 
0.55 
0.57 


0.75 
1.50 
0.42 
0.42 
0.43 


10.00 
4.00 
6.87 
23.57 
24.03 
23.46 


3.00 
10.00 
10.00 
10.00 
10.00 










































































































































• • • • 

Page 1 






































































































































! 
































i 
j 




















































































































































































































































































































































































j 






















































































































































































































To Page No. 


Wttnes 


sed 


&Und( 


ystood by me, 


Date 


Invented by ^\ 


Date I 



— 



Recorded by 



' * 1 Project No. Ji>30£? 

TITLt - Book No.kft£L_ 1E 



From Page No.J^ 




- hub <h 






























i 


i t 






j 








{ *i — i ^ 

1 


j 
































! 


j \ 


i 


1 1 

i 1 








^ <; 








. W 


m 












\ 






ok 




VK 






i 
t 


i 
i 

i 














par 


lJlM 


K 




J; 






















i ! 










' ! i * ! ! t r r'\ 

' i i i ! ! i t 


i 

-4-1 














i 


j 

... j 






j < 

t i 




! r 




j i ! j i 


1 










i 


i ; 


! 


i 

i — 






! 1 






i ; , j- ; . • t 1 ; .......... 


; i 


i 






i j 


i ; 
! " 




Request* ffTO » 




! i 


i 






j i 


1 


Dtte 
AnaJy 
Subcs 








I j 


— i — j — I — 

i j ! 


1 | 

! ! : 


tical Rgaihi Needed bv: 


i i 


i 


! 

i — 


1 | , . 

; ! i 


f ; 

■ \ _ 


Joed by: 




i \ 

i j 




! 


i i ! M I ; 






; 1 ! 
; ; 1 


! 
I 




Aouy 
Samp 
Potci 




i i ! 


• I i I : •■ \ l 


till Interferences (polymers, detergents, UV-absorbing 


{ 

j 




1 
j 

i 


i I i - M : ■ 


1 


— 


j 






i 

i 1 ■ 


i 1 I ' i i : i 














i 
! 
! 
f 






I 


- 1 M 


1 i ; 










i 










i ! ! 


j 1 r 




Na 


Inj. 


File 


Cone 


Sample 


Na 


Inj. 


File 


Car 


Sample 




i 












i 
i 






1 


vol. 

//? 




me/ml 




25 


Vol 


Name 


nK/ml 


Identification 
















i 1 ! ! : 

i i ! 


2 






i 


AOSP 


26 






i 




i 










3 






— i — 


n 


27 














4 




m 


i 


I 


28 
29 




















■ t " ' — • * 

lit: 

i | j ' i 


5 
6 


ao 
10 


fit]. 

Ml 


i 
I 


\\ 


30 
31 










t 










i i i ; ; 


7 
8 


vo 

JO 


an, 

rSB 


/ 
l 


11 


32 










! 










t i 


9 

10 


to 

ID 


xso 


-f- 




33 
34 






















1 1 
12 


/& 
// 








35 
36 










! 










— — ; — '< — 1 — i — 1 — 1 




13 
1 4 


/<? 

Kl 






^Jrw tf/v 


37 
38 










i 












1 5 


n 


IS) 




Mr /^--^r 


39 
























16 


n 








40 












\ i i i ! : ; 

1 1 ! 1 i — i-^ 


1 7 


n 






Homo f. r &~&sTtt 


41 
























18 


3o 








42 












i i i ! i ! ■ 


19 


IO 




I 




43 
44 






















! ! ! ! 


20 
2 I 










45 
46 
























i 1 i ! 


22 
23 










47 




























24 










48 






















i 


i ' i : ; 




Not**: 












1 1 1 

i f 


i \ 




! i 


j 


! 

i 


























; 1 ! 


• f ! •: 

I M J M M 


i i ! i 


i 

1 






























i ! ! 




i i i ! 


j 






























MM 


1. i 1 


i 1 i 

1 ! 1 


■Ni!- 






































: ; 1 ! 

! ! ! ! I i 


! ! : 

i ' ! 


1 ' i ! 

| ! ! ! 


j 
t 


i 




















Witnessed & Understood by me, 


Date 




Invented by^ ^ /\ 


Date 

> 






Recorded by 



Project No._l&CSZ2 




Project 
Book No._k£61_ 




1INVITRO BIOASSAY RESULTS PERFORMED BY WENDY GRIENER AND USA ARBOGAST 



i ! 



BIOACTIVITY OF MONO PEG-GCSF SPECIES 
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To: Lane Wbitcomb 

From: Elise Gabriel and Chris Famr 

Subject: Mono-Peg-CCSF Hamster Dosing Study No. G021593 
Date: Monday, 



Mono-Peg-GCSF Hamster Dosing Study No. G021593 

Animals: 

Male Golden Syrian Hamsters, 90-100 g 

Dosing Schedule: 

single S.C injection of 0J mL on the first day 

Sacrifice Schedule: 

Four animals from each group will be bled at 
0-5, 1.0, 1.5, 10, 4.0. and 7.0 days following dosing. 
(Please note time if different than listed.) 

Injection Notes: 

Use one vial for each treatment group. 

Fill a 1-mL syringe, and inject up to 10 hamsters. 

No need to change syringe needles between hamsters 

within a single group: 
Vials are overfilled by 1.1 mL to allow for tosses during 

filling syringes. 

* 

Analysis: 

- Complete Blood Count: to be done on the same day that the 

samples were collected. Samples exceeding the range of the blood cell 

counter (other than platelets) will be diluted and recounted. 

• Blood smear slides: a thin, air-dried blood smear slide will be 

prepared and stained with a stain (Wright or equivalent) suitable for 

differential leukocyte analysis. 



Group 


Animal per 
Grouo 


Injection 
mL 


Aver. Wt. 
OCR) 


Vial Vol. 
(mL) 


No. of 
Vials 


1. Vehicle 


24 


0.1 


0.1 


3.5 




2. 6951-23 
peak 1 


24 


0.1 


0.1 


3.5 




3. 6951-24 
peak 2 


24 
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0.1 


3.5 




4. 6951-25 
peak 3 
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0.1 


3.5 




5. GCSF 
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MEMORANDUM 

To: Chris Farrar and EEse Gabriel 

Fromdxe AmeMerewether and Chris Qogston. and Hsieng La fjL^ 
Dttei 

Sobj: GCSF Mono-PEG Forms 

^t-ferminal sequence analysis 

N-tenmnal sequence analysts wns performed on the three samples 
nbmtaed to this lab: GCSF mooo-PEG IX and 3. Approximately 500 pmol was 
loaded onto an Applied Biosystems 477A protein sequencer and run for 23 cycles 
fronting to Analytical Method A0I02. Toe sequence detected for all three «nmp 1 ** 
was that of r-metHuGCSF. Mooo-PEG 1 shows a 5% initial yield indicating dm' its 
U > iiiiinil group has been highly pegylated. GCSF Mono- PEG 2 and 3 show much 
higher yields at the N-tenninus and lysine residues 17 and 24 thus indicating no 
detectable pegyiation at these sites. 

Rcffocrivg alleviation. Endopmteinase SV8 digestion and KPT C peptide 



500 ag atiquots of mono- PEG GCSF were Speed Vac dried and then 
trcomrinTTrfi f Img in 950ul) in 0JM Tris-HQ containing 6M GdnHCI and I mM 
EDTA. pH 8.4. Samples were then reduced by adding dithiochreitol and incubated 
at 37 °C for 15 minutes. Samples were then S-carboxymeihy bird by adding 
iodoaccric acid and incubated at T7°C for 20 minutes. Samples were then desalted 
using Sephndfn G-25 Quick Spin Protein Columns and buffer exchanged. After 
desalting and buffer exchange, sample concentration was adjusted to 0_5 mg/mi 
using additional buffer. Samples were then digested with SVB (enzyme to substrate 
ratio 1:25) at 25°C for 26 hours. Protein digests were injected onto a Vydac C4 
column (4.6 x 250mm. 5u, panicle size. 300A pore size) and peptides mapped by 
HPIX using a linear gradient of acctomtrile in 0. 1 * TFA. P ept i de s were manually 
' nrtln'tfd and dried in a Speed Vac for *fTTTf *tr m analysis. 



M-^^«i ^^M^vMrf^nentides 

ta cbs GCSF 683 (refeenee std) SVB map. th* N-tennmal peptide 
emted at 57.3 while in the mono- PEG 1 SV8 map. this peptide peak height 

^mntiran y rftmimT* 1 ^ * *t * A * «— pgp pdg app e ar ed ai a hraader pwA 1 77 ^ 
pwmiffx The GCSF mooo-PEG 2 SV8 peptide map showed a decrease in peak 
height (~40%X for a peptide with a retention time of 303 minutes, and a new 
peptide chi tffd at 66J mi mm * The GCSF mooo-PEG 3 peptide map wasmissug 
the peptide at retention time 303 minutes with t new prp ft rfc ehtting at 66.4 
imp TTr* These dif fe rences reflect the change in bydropbobidty due to pftgytadoaw 
Each of the "new" prr*?*^ in the above maps were N-terrninally «^p>ny-H for 
identification. These peptides were the only significant diff e re nces in the sample 
maps. There are some small inco m pl c tr cleavages seea on either side of the peptide 
at 86.1 r"""^ due to minor digestion differences (See Figures I-3X 

The dried peptides were re constit ut ed is 0,1% TFA and 
sequenced on an ABI protein seqoencer. 60* of the tool peak volume 
colkcted for mooo-PEG 1 peptide 77 J mtrmnrt was sequenced for 10 
cycles. The ^jr^v^ tV***-**-** was that of the N-terminal peptide. M-T-P- 
L-G-P-A-S-S- with an brita! yield of less than 5%. suggesting that 

the N-tenmnal Met is blocked by a PEG motmjlr, It is noted that this 
PEG-peptide should result in a zero initial yield. The <5% yield we 

ob se rved Tpgy ft"*! 1 itf t 1 "'^" 1 '*'* PFfl ftmn the ht^gnrnmtl Mtt 

during sequence analysis. - 

80% of the total peak volume collected for mooo-PEG 2 peptide 66J 
minutes was wqit mrrd 9 cycles. The sequence de tecte d was K-L-C-A-T-Y-K-L- . 
This peptide contains lysine residues 35 and 41. The recovery of lysine 35 was 
significantly low. indicating pegybtion at position 35. The recovery of lysine 41 
was consistant with the other residues* indicating no modification of this p ositi on. 
The peptide at 30.3 minutes decreased in peak height compared to the 
corresponding peak in the ii i ucncc standard map. This peptide is only 57_5% the 
peak area of the corresponding peptide. 

80% of the total peak volume collected of mono-PEG 3 SV8 
peptide 66.4 minutes was 9 cycles according to Analytical 

Method AO 101 The sequence datcicd was K-L-C-A-T-Y-K-L-. and 
contained lysine residues 35 tad 41. The t e mmy of lysine 33 was 
j— n i m iM with the other rendne recoveries. The t eco very of lysine 41 was 
significantly lower indicating pegybtion at position 41 (See Figures 4-6). 
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Results: Mono-PEG 1: N-tcrminus pegylated 

Mono-PEG 2: Lysine 35 partially pegylated 
Mono-PEG 3: Lysine 41 pegylated 

By comparing both reference standard and GCSF mono-PEG 1.2, 
and 3 peptide maps, we found that both the mono-PEG 2 and mono-PEG 3 
maps exhibit slightly diminished peak heights for the N-terminal peptide. 
This suggests that GCSF mono-PEG 2 and 3 contain a small amount of 
mono-PEG I contamination, or that their N-terminal methionine has a 
small percentage of pegyiadon. 
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To: Eva Tripp or Jin Ballog and Mashitah Waring (Bl Rm 58) 
From: Elise Gabriel 8-I-A-215 x3221 
Subject: Samples for LAL Analysis 
Date: 



4 Enclosed in the box are three samples of PEG-rh-GCSF, one GCSF 
control and one vehicle sample for LAL analysis. There is at least 

~~ 1.5 mL of each. They contain 0.1 mg/mL protein and are all in the 
same buffer, 10 mM NaOAc, 5% mannitol, 0.004% Tween, pH 4. 
Please use the lot numbers printed on the labels for sample 

~: identification. Thank you. 



Sample Lot No. 

1. 6951-23, peak 1 

2. 6951-24, peak 2 

3. 6951-25, peak 3 

4. GCSF lot T6702 

5. Vehicle 
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: : ' ! ! < To: Eric Watson 



Subject: Mass Spec. Analysis of PEG-GCSF Species 
Date: 

cc: Chris Farrar 

You will find three species of what we believe are Mono-PEG-rh-GCSF 
(lot no. 6951-23, 6951-24, 6951-25) for Mass Spec. Analysis. The 
protein content is 0.5 mg/ml, and each vial contains 2.0 ml. The 
formulation buffer is 10 mM NaOAc, 5% mannitol, 0.004% Tween, pH 
4.0. The molecular weight of the PEG is 6000. 

We would like to confirm that these materials are indeed Mono-PEG 
in nature and if possible any information about the heterogeneity of 
the sample would be appreciated. SDS-PAGE analysis of Lot 6951-24 
suggests that it might contain the most unmodified GCSF of the three 
lots. 

If you have any questions, please call me at x3221 or Chris Farrar at 
x2241. 

Thank You ! 
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PEG-GCSF 



Data: 



Operator Chris 
G-CSf=gell 

Running Conditions 



NB No: 55l*T VST 

3-10 VERTICAL NON RED/1EF 



constant voltage: 200:400V 
all non-reduced 
Comassie BIORAO Method 



Sample Code 




Lane No. 
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Load 
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Method: 
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Operator: Chris 




NB No: 
















G-CSF gel 1 


4-20% Gradient Mini Gel 


































Running Conditions 

constant current: 25 mA 
ail non-reduced 
Comassie: SOP 
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(mg/ml) 
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oi 9773 


PEAK #3 pH6.9 


10.925 


1686139 
1686139 


100.00 


60 
60 


0.5087 
0.5087 


9774 


GCSF T6702 pH6 


12.383 


1689881 
1689881 


100.00 


30 
30 


1.0197 
1.0197 


a 1 * 

8J_* t ID 


PEAK #1 DH6.0 


10.958 


1597410 
1597410 


100.00 


60 
60 


0.4820 
0.4820 


n« 077C 

S3_2 fib 


PEAK #2 DH6.0 


11.008 
12.442 


1443062 
189356 
1632418 


88.40 
11.60 


60 
60 
60 


0.4354 
0.0571 
0.4925 


S3.2777 


PEAK #3 pH6.0 


10.925 


1631291 
1631291 


100.00 


60 
60 


0.4922 
0.4922 


S3.2778 


GCSF T6702 pH5 


12.667 


1514895 
,1514895 


100.00 


30 
30 


0.9141 
0.9141 


S3_2779 


PEAK #1 pH5.0 


11.067 


1502079 
1502079 


100.00 


60 
60 


0.4532 
0.4532 


S3_2780 


PEAK #2 pHS.O 


11.117 
12.858 


1333251 
132440 
1465690 


90.96 
9.04 


60 
60 
60 


0.4023 
0.0400 
0.4422 


S3.2781 


PEAK #3 pHS.O 


11.008 


1539177 
1539177 


100. 00 


60 
60 


0.4644 
0.4644 


33.2782 


GCSF T6702 pH4 


13.408 


1137451 
1137451 


100. 00 


30 
30 


0.6864 
0.6864 


S3_2783 


PEAK #1 pH4.0 


11.475 


821067 
821067 


100. 00 


60 
60 


0.2477 
0.2477 


S3_2784 


PEAK #2 pH4.0 


11.400 


1214383 
1214383 


100.00 


60 
60 


0.3664 
0.3664 


S 3.27 8 5 


PEAK #3 pH4.0 


11.342 


1028548 
1028548 


100.00 


60 
60 


0.3103 
0.3103 


S3_2786 


GCSF T6702 pH7 


12.408 


1786117 
1786117 


100.00 


30 
30 


1.0778 
1.0798 
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PH7 AREA 


PH6 AREA 


PH5 AREA 


PH4 AREA 






— — r 

t 
i 












QDSF 

LYS3S 

UNPBQ 


1.00 1657229 
1.00 1488909 
1.00 173071 


1.02 166988 
0.97 144306! 
1.09 189351 


1 0.91 1514895 
> 0.90 1333251 
3 0.77 132440 


0.69 1137451 
0.82 1214363 
0.00 0 
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PEAK AREA @ pH7 COMPARED TO PEAK AREA AT OTHER pH S 
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PURPOSE: 



PEG-GCSF LYS 35 STABILITY STUDY 



To study the stability of mono PEG-GCSF @ lys 35 in an elavated pH buffer 
4C and at CRT, and to determine the nature of the degenerate peak. 



GENERAL CONDITIONS: 

LOT OF LYS 35 PEG-GCSF: 6952-24 
CONC: .25mg/ml 

CONTROLS: BUFFER BLANK pH4 @ CRT (lOmM NaOAc, 5% Mannitol, .01% 

Tween 80, pH 4.0) 
BUFFER BLANK pH 7 @ CRT & 4C (20mM NaPhos, 5mM NaOAC, 
_ Mannitol, .005% Tween 80, pH 6.9 

GCSF lot T6702 pH 4 @ CRT 
GCSF lot T6702 pH 7 @ CRT & 4C 
N-TERM PEG-GCSF pH 4 @ CRT 

N-TERM PEG-GCSF pH 7 @ CRT &4C . 
LYS35pH4@CRT 

ASSAYS: 

I) Size exclusion HPLC run on a BioSep SEC3000 column in 20mM NaPhos pH 6.9: 



TEMP 



Time Points 



7 
7 

4 (control) 
4 (control) 

Timer zero: 



4C 
CRT 
CRT 
4C 



0,4,6,12,16 days 

0,4,6,12,16 days 

0,4,6,12,16 days 
0,16 days 
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±25 



LYS35 pH7 T-35D 

LYS35 pH7 T=1BD 




0.00 



1 r 

0.60 



0.80 



1 r 

1.00 

x 10 1 minutes 
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PEG-GCSF 



Date: 



Operator Chris 



NB No: 



PEG-GCSF 



4-20% Gradient Mini Gel 



Running Conditions 



constant current: 25 mA 
all non-reduced 

4-20% Gradient Mini Gel/commasie SOP 



Sample Code 


Lane No. 


Cone 


80% of Cone 


Load 


Load 






(na/ml) 


(na/ml) 


uL 


ya 


MWSTD 


1 






10 




GCSF T6702 


3 


1.00 


0.80 


6 


5.00 


NTERM 6951-23 


5 


0.50 


0.40 


25 


10.00 


LYS 35 6951-24 


7 


0.50 


0.40 


25 


10.00 


LYS 41 6951-25 


9 


0.50 


0.40 


25 


10.00 


LYS 35 PURIFIED 


11 


0.50 


0.40 


25 


10.00 



i 



i 



UUd'UUUUUV' -rw .. 



PEAK ID 
PEG-GCSF 
UNPEG-GCSF 
GCSF 



LYS35 N-TERM 
81.83 98.10 
17.41 1.90 
0.76 0.00 



LYS35+ LY41 

64.11 99.00 

35.89 1.00 

0.00 0.00 



100.00 
80.00 
60.00 
40.00 
20.00 
0.00 



Ll hi 

LYS35 N- LYS35+ LY41 

fVi\\*<A TERM 
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Request/. 



Due gnhmimrf: 

Aiaiytical Results Needed by: 



Protein (Anar/te)L 



Analysis Requeued (RP^ECJEX, ec.): ^>$CC* 
Sample Buffer rnmpostnog 



Potential Interferences (polymers, detergents, UV-absorbing 
species, g*c-V 



Ooerator:il£__ 
Memod:_£$Q22_ 



Column:. 

Dae Results Reported:. 



Nd 


Inj. 

vol. 


File 1 Cone 
Name Imz/ml 


Sample 


No. 


Inj. 
Vol . 


File 
Name 


Cone 
me/ml 


Sample 
Identification 


1 


to 




£5TD 










2 


/£ 


1^ ' 




26 










3 




,W 1 ' 


it 


27 










4 


(fO 


m>\ 1 




28 










5 




,mj\ 




29 










6 




.iiffif | i 




30 










7 








3 1 










8 




1 Or 




32 










9 


30 


■%\ 1 1 / 




33 










10 


/Q 


fill?, 




34 










1 1 








35 










12 








36 










13 








37 










14 








38 










15 




1 ' 


39 








16 




1 1 


40 








I 7 




III 


*1 


1 1 




IS 




42 


1 1 




19 




43 


1 1 




20 




44 


1 I 




2 I 




45 


1 1 




2 2 




46 1 1 1 1 


2 3 


|| 1 47 | 1 1 1 


24 


II i |48 1 1 1 1 
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4 



JL UMSJ. 



jk}in\ if vc&s- 



lEvt lTime I Flow I Composition I Curve L 
l t I min »ml/minl *A *B I Type I 



1 I 0.01 



0.7 1 97.2 2.8 



BE 



17. 



2 I 70.01 0.71 47.9 52.11 <L 



3 i 75.01 0.71 47.9 52.11 
ft5.PI 0.71 24.2 75.81 



MSI 95.01 0.71 24.2 75.81 6 



I 6 I 95.11 0.71 97.2 2.81 



1 7 I105.0I 0.7I 97.2 2. 81 6 



J 8 1105.11 0.01 97.2 2.81 6 



REQUEST # 1331 



Analytical Results Needed by: 

Submitted by:. 



Date Submitted:. 



Protein (Analyte);. 

Analysis Requested (RP.SECJEX, etc.):. 

Sample Buffer Composition: ■ 



Potential Interferences (polymers, detergents. 

ipecies, etc.): 



UV-absorbing 



Operator:. 



Column: 



Date Results Reported 



Instrument # L 



No. 


Inj. 
vol. 


File 
Name 


Cone 
me/ml 


Sample 
Identification 


No. 


Inj. 
Vol 


File 
Name 


Cone 
me/ml 


Sample 

Identification * 


1 


■ POP 








25 










2 


175 






flCRP 77-75 SL 


26 










3 


'75 .. 








27 










4 










28 










S 










29 










6 










30 










7 










31 
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2.00 - 



1.50 



i i 



-i 1 



I l.OO 



0.50 - 



0.00 



JL 




o .00 



t 1 t — — 1 ( [■ 1 1 1 p — 1 r- 
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UV chromatograms of peptide maps of GCSF, mono pegylated lys35 
GCSF lot #6951-24 (containing the unknown mono pegylated 
i , i species), purified mono pegylated lys35 GCSF, and the unpegylated 
| ' [ ; GCSF derived from the unknown mono pegylated species. 



' : i 



LYS35 MIX 

LYS35 PURE 

UNPEG 6CSF 



Peak Is peptide containing LYS35 
Peak 2« peptide containing LYS24 
Peak 3 s peptide containing LYS41 
Peak Am peptide containing N-TERMINUS 
Peak 5= peptide containing PEG SITE 



2.50- 



2.00- 



1.50- 
tn 

4J 
r-l 

O 

> 

i.oo-r 



0.50 



0.00- 



2 3 
I I 




JL 




1 1 1 1 1 1 1 1 1 1 1 1 1 ' 1 « 1 » | 

3.00 4.00 5.00 6.00 7.00 

x 10 1 ■inutes 



8.00 
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FLORESCENT chromatograms of peptide maps of GCSF, mono 
pegylated lys35 GCSF lot #6951-24 (containing the unknown mono 
pegylated species), purified mono pegylated lys35 GCSF, and the 
unpegylated GCSF derived from the unknown mono pegylated 
species. 



Peak = peptide with florescently labeled cys37 



GCSF 

LYS35 MIX 

LYS35 PURE 
UNPEG. GCSF 
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Discussion: 

The separation of the mono peg-lys35 from the unpegylated 
unknown site was successful as seen by the FPLC chromatogram 
(page 50). However, there appeared to be some aggregate which 
may or may not have been partially composed of the unknown 
species. Also, this overlay shows that the unpegylated unknown 
species is somewhat hydrodynamically larger in size than 
unmodified GCSF. 

The size exclusion HPLC data confirms that the purification was 
successful aside from the small amount of aggregate collected with 
the purified lys35 peak (page 53). The SDS PAGE also supports 
successful separation (page 51). Although it looks like there is more 
of a mixture than before, after integration of the peaks, it shows that 
there is actually a 75% reduction in the unpegylated band, and the 
fact that the band is there 'at all may be attributed to the aggregate 
contained in the purified sample. 

The fact that this is purified iys35 and not the unknown mono 
pegylated species was supported by peptide mapping. As seen in 
the UV detector overlay (page 58) the peak assigned to lys35 is 
diminished in both the mixture chromatogram and the purified 
chromatogram, and both also contain a PEG peak signifying the 
pegylation of lys35. The PEG peak (fxn 31 and 32, page 55) was 
collected for sequencing just for confirmation. The unpegylated 
unknown species chromatogram does not have a diminished lys35 
peak and also contains no PEG peak. The reason for the diminished 
n-terminus peak in the lys35 purified and unpegylated species 
chromatograms is unknown. 

The florescence detector overlay also supports that the purified 
pegylated species is lys35 . (page 59). Before loading the samples 
onto the column they were treated with ABD-F which would 
florescently label cysteine37, which is on the same peptide as 
pegylated lys35. In the lys35 purified chromatogram the peg peak is 
labeled proving that it is indeed pegylated on the peptide containing 
lys35 and cysteine37. Another indication that the species was 
purified is that lys35's florescent peak is about twice the size of the 
mixture's florescent peak, which correlates with the fact that the 
mixture of mono pegs was about 50/50. 
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/IMOEN 



MEMORANDUM 



reuheit 

L. Laureir anc 



and Michael F. Rohde 



DATE: . 

TO: Mike Treuheit 
FROM: Scott 
Report: 062993-SLL-40 

RE: Amino Acid Analysis and N-Terminal Sequence of PEG-GCSF Lys-C 
Peptide 

PEG-GCSF Lys-c peptide residues 21-40, our sample number 061093A, 
was submitted for amino acid analysis to determine if the sample is the correct 
G-CSF peptide of a lys-c digest and is lysine 34 modified. The sample was 
reconstituted in 100 uL 0.1%TFA. One aliquot of 80.0 uL was J^"* 
according to Analytical Method A0130. The sample was reconstituted n 70.0 uL 
Norleucine dilution buffer, then run on a Beckman 6300 Amino Acid Analyzer. 
The determined amino acid composition compared to the theoretical 
composition, of the expected peptide from G-CSF, gave a correlation coefficient 

° f °' 9 A 20 uL aliquot was analyzed by N-terminal sequencing for 15 cycles. The 
expected peptide sequence was observed and the yield at lys 34 was less than 
one percent of the yield at adjacent residues. 

The data supports that the sample is the G-CSF peptide, residues 21 

through 40. 
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Kratos Kompact 4IALDI 3 V2.0.1 : Run E0434 
Sampte 7: 

%lnL 100% a 29 mV (8um= 872 mV] Shots 1-30: Smoothed (1) 

18800 



17:14 +UnHJPwr 44 



T6T0SL (o- J 

GC5P 



<llJ^iL-U)l 



n 3, ? M 3T5fa 



Mass/Charge 

17^7-i4JnHIPwr52 



Kratos Kompact MALDI 3 V2.0.1 : Run E0415 
Sample 13: 

%lnt 100% m 5 mV [sum- 243 mV] Shots 1-41 : Smoothed (10) 

24817 

too- 




eoooo toooo loot 



Mass/Charge 




_! L- 
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Mass/Charg* 



Kratos Kotnpact MALOI 3 V2.0.1 : Run E0428 
Sample 7: 

%lnt 100% » 11 mV [sum= 560 mV] Shots 1-e0: Smoothed (10) 

5507 

100 - 



13:13 +UnHIPwr 47 
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Mono-Peg-GCSF Hamste r Dosing Study No. G06Q293 
Animals: 

Male Golden Syrian Hamsters, 90-100 g 

Dosing Schedule: 

single S.C. injection of 0.1 mL on the first day 

Sacrifice Schedule: 

Four animals from each group will be bled at 
0.5, 1.0, 1.5, 2.0, 4.0, and 7.0 days following dosing. 
(Please note time if different than listed.) 

Injection Notes: 

Use one vial for each treatment group. 

Fill a 1-mL syringe, and inject up to 10 hamsters. 

No need to change syringe needles between hamsters 

within a single group. 
Vials are overfilled by 1.1 mL to allow for losses during 

filling syringes. 

Analysis: 

- Complete Blood Count: to be done on the same day that the 

samples were collected. Samples exceeding the range of the blood cell 
counter (other than platelets) will be diluted and recounted. 

- Blood smear slides: a thin, air-dried blood smear slide will be 
prepared and stained with a stain (Wright or equivalent) suitable for 
differential leukocyte analysis. 



Group 


Animal 
per Group 


Injection 
m L 


Aver. Wt. 
(Kg) 


Vial Vol. 
(mL) 


No. of 




Vials 


1. Vehicle 


24 


0.1 


0.1 


3.5 


1 


2. GCSF 
T6702 


24 


0.1 


0.1 


- 3.5 


1 


3. 6951-24 


24 


0.1 


0.1 


3.5 


1 


Iys35mix 


4. LYS35 


2 4 


0.1 


0.1 


3.5. 


1 


purified 


5. UNPEG 
GCSF 


24 


0.1 


0.1 


3.5 


1 
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1 Vtttlcl* 

2 QCSFT6702 

3 Lys 3S (unport) 

4 Lys 35 (pure) 

5 UnPegylate GCSF 



6.4 
1S4 
16.8 
14.2 
13.0 



8.7 
22.0 
35.0 
29.0 
23.4 



54 
14.1 
24.6 

20.4 
13.6 



12.6 
11.T 
16.7 
16.0 

iaa 



12*9 
11.4 
12.6 
11.9 
11.0 



12.0 fOIV/01 

ii3 #DIV/0t 

13.8 #D1V/<H 

113 »DJV/0I 



Average Hamster WBC After Single S.C Injection 
(Analysis 2) 



35.0 
30.0 

» 

Z 20.0 
u 

o 1S.0 
| 10.0 
5.0 



0.0 




-Vehicle 

- GCSF T6702 

- Lys 35 (unpura) 

- Lys 35 (pure) 

- UnPegylate GCSF 



0.0 



4.0 
Day* 



8.0 



t 



! 



Group No. Sample Code/Days 

2 GCSF T6702 

3 Lys 35 (impure) 

4 Lys 35 (pure) 

5 UnPegylate GCSF 



1.0 



1.5 



2.0 



4.0 



7.0 



5.6 11.0 1Z9 10.4 6.6 #DIV/0t 

9.2 20l5 26.8 3Z6 31.1 #OIV/0l 
7.0 15.8 20.4 2Z7 2^2 #DIV/0! 

5.3 11.0 12.6 8.8 3.5 *OIV/0l 



NET Average WBC AUC After Single S.C injection 

(Analysis 2) 





35.0 


v. 

n 


30.0 


>s 




ID 

■V 




X 


25.0 


«t 




■* 

U 


20.0 


I 






15.0 


e» 




« 


10.0 






I 

u 


5,0 












0.0 




- GCSF T6702 

- Lys 35 (unpure) 

- Lys 35 (pure) 

- UnPegylate GCSF 



2.0 



4.0 
Days 



6.0 



Pisgytssipn; , , , , 

From the data, it appears that the mixture (unstable site plus Lys35) is somewhat more 
active than the Lys35 by itself. These results are rather unexpected, yet they are conceivable 
when considering the locations of the receptor binding sites. (Receptor binding is believed to 
involve sites 20,24, and 26 on the A helix and site 47 on the little E helix.) If the unstable site 
is somehow less obstructive toward receptor binding than the Lys35, you might expect this 
species to have higher activity. (This theory assumes that the clearence rates and receptor 
turnover for all the mono peg-GCSFs are the same.) 
i i t i ! ! ! ! ! ! I i i ; : ■ - 
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METHOD 6 BANK 1 H 



e.ee valve. pos 1.1 
e.ee value. pos 3.1 
e.ee valve.pos 4.1 
e.ee cone %b e.e 
e.ee ntmin i.ee 
e.ee monitor t 
e.ee value. pos 1.2 
e.ee cm/ml e.se 
t.ee valve. pos t.i 
s.ee comc %b 2e.e 
33.ee conc %b 23. e 
4e.ee conc %b 23. e 
4i.ee conc %b tee 

43. ee conc %b tee 

44. ee conc %b e.e 
4e.ee conc %b e.e 
4e.ee cm/ml e.ee 




METHOD 7 BANK 1 



e.ee 
e.ee 
e.ee 
e.ee 

0. 00 
e.ee 
e.ee 

1. ee 
ie.ee 
te.ee 
?e.ee 
7e.ee 

75. ee 

76. ee 
7e.ee 
79.ee 
e3.ee 
83.ee 



UflLUE.POS 1. 1 
VALUE. POS 3.1 
UALUE.POS 4. 1 

conc :-:E e.e 
hl/min i.ee 

MONITOR 1 
UflLUE.POS 1.2 
CM/ ML 0.59 
UflLUE.POS 1.1 
CONC *;B 18. e 
ML/MIN 0.58 
CONC KB 21.8 
ML/MIN 1.90 
CONC KB 23.8 

conc kb iee 

CONC KB 100 

conc kb e.e 

CONC KB Q.0 

cm/ml e.ee 
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Request #_l2^L 



Date Submitted: ; 

Analytical Results Needed by:. 
Submitted by:. 



Protein (A-iy»v tyCr 'GrCJj^ 
Analysis Requested (RP^SECJEX, etc.):_ 
Sample Buffer Composition: — 



Potential Interferences (polymers, detergents, UV-absorbing 

species, etc): _ 



Operator:. 



Method- *Cf)H 



Date Results Reported: , __ 



Instrument 



No. 


Inj. 

vol 


File 
Name 


Cone 
mg/rnl 


Sample 
Identification 


No. 


Inj. 
Vol 


File 
Name 


Cone 
mz/mi 


Sample 
Identificaii^ 


1 




) 








25 










2 




WW 






26 










3 


/GO 






w 


27 










4 




ail* 


. / 


II 


28 










5 


/nr. 








29 










6 








* .ar^ 




30 










7 








- (60 




3 1 










8 








^' HO 




32 










9 












33 










10 






HZ 


-\ ovr; 




34 










I 1 








-.^ 




35 | 








1 2 












36 | 








13 


,v 






3 7 | 






1 4 


1 100 




I . / 




38 1 






15 








139 


t 1 




16 




I l 


40 








1 7 




I l 


4 1 








IS 




I I 


42 I 






19 








*3 | 






20 








44 










2 I 










45 










22 I 1 






46 










23 










47 




1 




i24 










48 




1 
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^nno.P RP -OC S P Ham^r DosinP Study No. 0061493 



Animals: 

Male Golden Syrian Hamsters, 90-100 g 

Dosing Schedule: 

single S.C. injection of 0.1 mL on the first day 

Sacrifice Schedule: 

Four animals from each group will be bled at 

0.5, 1.0, 1.5, 2.0, 4.0, and 7.0 days following dosing. 

(Please note time if different than listed.) 

Injection Notes: <- 
Use one vial for each treatment group. " 
Fill a 1-mL syringe, and inject up to 10 hamsters. . .).. 

No need to change syringe needles between hamsters j_ 

within a single group. 1 
Vials are overfilled by 1.1 mL to allow for losses during 

filling syringes. 

Ana,yl1 - 8 Complete Blood Count: to be. done on the same day that the samples were 

collected. Samples exceeding the range of the blood cell counter (other than platelets) 
will be diluted and recounted. " 

- Blood smear slides: a thin, air-dried blood smear slide will be prepared ana _ 
stained with a stain (Wright or equivalent) suitable for differential leukocyte 
analysis. 





Group 


Animal per 
Group 


Injection 
mL 


Aver. Wt. 
(Kg) 


Vial Vol. 
(mL) 


No. of 
Vials 




1. Vehicle 


24 


0.1 


0.1 


3.5 


1 




2.GCSF 


24 


0.1 


0.1 


3.5 , 


1 




T6702 














3. N-TERM 
6951-23 


24 


0.1 


0.1 


3.5 


1 




4. LYS35 
ourified 


24 


0.1 


0.1 


3.5 


1 




5. LYS41 
6951-25 


24 


0.1 


0.1 


3.5 


1 
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FHename: 

Parameter 

Species: 
Test Material: 
Study Dates: 
Vehicle: 



Group 



Mono-PEG-GCSF Hamster Metfan WBC lor Study #G061493 
Note: Ce***sJtane Based on AVERAGING Potati 
WBC 

Gcf F \^6WEG^SF LOTt6951-23. #6951-25. purified LYS35 pegylated 
10 mM NaOAcVS % "mannltol. 0.004 % Tween 80. pH 4.0 



Dose Animal 
^fl/ktrt Na 



Days 



2.0 



4.0 _ 



7.0 



1. 

Vehicle 



Mln« 
Max- 
Average - 
n - 

Std Dev. - 



7.9 
16.7 
3.8 
6.3 

3.6 
16.7 
8.7 
4.0 
5.6 
2.8 



13.6 
13.0 
13.5 

13.0 
13.6 
13.4 
3.0 
0.3 
0.2 
5.5 



9.3 
8.0 
6.4 
* 4.6 

4.8 
9.3 
7.1 
4.0 
2.0 
1.0 
10.6 



! i 



100 



GCSF T6702 



1 i 


i i ; 








I ' 

1 i ' 





1 

2 
3 
4 
5 

Mln- 
Max« 
Average « 
n« 

Std Dev. * 
SEM- 

Average AUC - 
Net Average AUC _■ 



15.0 
23.0 
23.5 
18.5 

15.0 
23.5 
20.0 
4.0 
4.0 
2.0 

0.0 



24.3 
39.7 
29.0 
29.7 

24.3 
39.7 
30.7 
4.0 
6.5 
3.2 
12.7 
7.2 



12.9 
7.2 
12.7 
11.4 

7.2 
12.9 
11.1 
4.0 
2.7 
1.3 
23.1 
12.5 



13.6 
7.0 
10.7 
12.2 

7.0 
13.6 

10.9 
4.0 
2.6 
1.4 

15.1 



12.2 
10.5 
16.6 
10.8 

10.5 
16.6 
12.5 
4.0 
2.8 
1.4 
29.0 
13.9 



16.4 
9.5 
11.2 
11.0 

9.5 
16.4 

12.0 
4.0 
3.0 
1.5 

36.0 



6.6 
11.3 
11.4 

8.9 

6.6 
11.4 
9.6 
4.0 
2.3 
1.1 
51.1 
13.1 



8.7 
7.6 
10.3 
11.5 

7.6 
11.5 
9.5 
4.0 
1.7 
0.9 
70.3 



13.7 
11.9 
13.4 

13.0 

11.9 
13.7 

13.0 
4.0 
0.8 
0.4 

84.9 

14.6 



III. 

N-TERM 



Mln - 
Max- 
Average ■ 
n< 

Std Dev. * 



11.5 
21.4 
24.0 


20.6 
22.3 
36.3 


26.0 
21.8 
27.2 


23.5 
23.3 
23.9 
24.0 


9.6 
8.3 

14.4 


15.2 

15.4 
13.6 


24.0 
19.0 
3.0 
6.6 
3.8 


36.3 ' 
26.4 
3.0 
6.6 
5.0 
11.3 
5.8 


27.2 
25.0 
3.0 
2.8 
1.6 
24.2 
13.6 


24.0 
23.7 
4.0 
0.3 
0.2 
36.4 
21.3 


14.4 
10.8 
3.0 
3.2 
1.9 
70.8 
32.6 


15.4 
14.7 

3.0 
1.0 
0.6 
109.1 
38.7 



tv. 

LYS 35 (pure) 



16.7 
17.9 
17.3 



Min - 
Max* 
Average « 
n - 

Std Dev.- 
SEM- 

Average AUC * 
Net Av erage AU C « 



15.7 
17.9 
17.0 
3.0 
1.1 
0.7 



33.1 
33.2 
31.3 
36.1 
34.5. _ 
31.3 
36.1 
33.6 

5.0 

1.8 

0.8 
12.7 

7.1 



15.3 


13.7 




11.8 


24.1 


10.1 


9.6 


10.5 


23.6 


13.2 


11.6 


11.3 


23.5 


18.6 


11.3 


6.6 
















11.6 


24.1 


16.8 


11.6 


21.6 


14.5 


10.8 


10.6 


4.0 


5.0 


3.0 


4.0 


4.2 


3.3 


1.1 


1.3 


2.1 


1.5 


0.6 


0.7 


26.5 


35.5 


60.8 


93.0 


15.8 


20.4 


22.8 


22.6 











V. 

LYS 41 



100 



20.5 



15.2 
18.6 
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Min* 
Max- 
Average - 
n « 

Std Dev. ■ 
SEM- 

Average AUC ■ 
Net Average AUC j; 



Date 



15.2 
20.5 
18.1 
3.0 
2.7 
1.6 



25.5 
23.9 
24.7 
22.8 
25.3 _ 
" 2Y.8 

25.5 
24.4 

5.0 

1.1 

0.6 
10.6 

5.1 



7,6 


11.2 




10.5 


4.4 


11.2 


10.9 


10.4 


11.6 


12.1 


7.1 


10.4 


11.3 


11.7 


10.4 


10.9 


11.6 


12.1 


10.9 


10.9 


8.7 


11.6 


9.5 


10.6 


4.0 


4.0 


3.0 


4.0 


3.4 


0.4 


2.1 


0.2 


1.7 


0.2 


1.2 


0.1 


18.9 


24.0 


45.0 


75.0 


8.3 


8.9 


7.0 


4.7 
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Group No. Samote Code/D*y» 



0.5 



1.0 



1.5 



2.0 



1 Vehicle 

2 GCSFT6702 

3 N-TERM 

4 LYS 35 (pure) 

5 LYS 41 



8.7 
20.0 
19.0 
17.0 
18.1 



13.4 
30.7 
26.4 
33.6 
24.4 



7.1 
11.1 
25.0 
21.6 

8.7 



10.9 
12.5 
23.7 
14.5 
11.6 



4.0 

12.0 



7,0 
9.5 



9.6 
10.8 
10.8 

9.5 



13.0 
14.7 
10.6 
10.6 



Average Hamster WBC After Single S.C. Injection 

(Analysis 2) 



35.0 
30.0 
25.0 
20.0 
15.0 
10.0 
5.0 
0.0 




- Vehicle 

■ GCSF T6702 

- N-TERM 

- LYS 35 (pure) 

- LYS 41 



0.0 



2.0 



4.0 
Days 



6.0 



6.0 



J u 



Group No. 


Sample Code/Days 


1.0 


1.5 


2.0 


4.0 


7.0 


2 


GCSF T6702 


7.2 


12.5 


13.9 


13.1 


14.6 


3 


N-TERM 


5.8 


13.6 


21.3 


32.8 


38.7 


4 


LYS 35 (pure) 


7.1 


15.8 


20.4 


22.8 


22.6 


5 


LYS 41 


5.1 


8.3 


8.9 


7.0 


4.7 



NET Average WBC AUC After Single S.C. Injection 

(Analysis 2) 



40.0 
35.0 
30.0 
25.0 
20.0 
15.0 
10.0 
5.0 
0:0 




-GCSFT6702 
-N-TERM 

- LYS 35 (pure) 

- LYS 41 



0.0 



2.0 



4.0 
Days 



6.0 



8.0 
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Analysis! 

A White Blood Cell Count was taken of the collected blood samples from each hamster 
at. each time point. Also, serum samples from each group at each time point were 
pooled and placed at -80C for further analysis by SDS PAGE at some future time. 

Discussion: . 

The data confirms that the N-terminally pegylated form of mono peg-GCSF is the most 

active. It also confirms the data from the previous animal study which suggests that 

the mixture of the Lys35 form and the unstable site form is more active than the 

Lys35 form by itself (page 65). Invivo data for the Lys35 mixture form compared to 

the N-term and Lys41 forms of mono pegylated GCSF was obtained in February (page 

19). 
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IKBIEST* 1264 



One SabanQafc. 



AulyHcal Reniia Needed br 



<Analyu)L 



AulyM Requemd <RP,SECJEC ex)l_ML. 
Stttpto tofferComportttoo; 



i (potymcn. deterrent* UV-«h*arttaf 

- «tcfc - — 



Opam 



IE 



REQUEST: 

SUBMITTED : 
REPORTED : 

METHOD: 

COLUMN: 



1268 



3001 

SEC3000 «52491 



FROM: CHRIS fARRAft 
ANALYTE: MPEG-CCSF 



FILE 
83.3220 



7?OP\ 




83 3190 



S3.3191 



S3 3192 



S3J5193 



SAMPLE 


TIME 


AREA 


PERCENT 


15X pH5.75 


10.308 
11-142 
12.525 


868315 
2196403 
1204211 
4268929 


51.45 
28.21 


3. OX pH6 lhrCRT 


10.317 
11.142 
12.517 


83337 ' 
535173 
1094917 
1713427 


4.86 

31.23 
63.90 


6. OX pH6 lhrCRT 


10.292 
11.133 
12.517 


277192 
853469 
742832 
1873492 


14.80 
45.55 
39.65 


1.5X pH8 lhrCRT 


10.308 
11.142 
12.517 


124863 
579183~ 
1052655 
1756702^ 


7.11 
32.97 
59.92 


3. OX pH8 lhrCRT 


10.300 
11.133 
12.508 


439691 
787736 
572136 
179956 5 


24.43 
43.77 
31.79 
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pH RXN %PE&GCSF 



RECOVERY OF N-TERM PEG-GCSF 

%N-TEFIM OF MONO %N-TERM OF TOTAL 



°/<MCND 



5.75 15 

6 6 

8 3 

6 3 

8 1.5 



72 
60 
68 
36 
40 



72 
75 
64 
87 
82 



60 
56 
45 
62 
42 



31 
25 
20 
19 
14 
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